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ABSTRACT
DEVELOPMENT OF INNATE IMMUNITY DURING IN VITRO
DIFFERENTIATION OF MOUSE EMBRYONIC STEM CELLS
by William Anthony D’Angelo
December 2017
Embryonic stem cells (ESCs) hold enormous promise for the goals of
regenerative medicine and tissue engineering, and extraordinary progress has been made
in defining conditions for differentiation to desired cell types. However, an often
overlooked aspect of ESC biology is innate immunity, the ability of cells to detect and
respond to pathogens and inflammatory cytokines. A number of recent studies by our lab
and others have established that ESCs and other types of pluripotent cells from both mice
and humans do not mount typical immune responses to viral or bacterial stimuli. There
are also indications that various cell types differentiated from ESCs are also
hyporesponsive, raising concerns for their suitability for therapeutic application. We have
developed a model for the study of innate immunity during differentiation of mouse
ESCs to fibroblasts (mESC-FBs). Using this model, the development of innate immune
responses during in vitro differentiation was demonstrated by an increase in type I
interferon (IFN) expression in response to viral stimuli, and an increased response to
exogenous IFN, as compared with ESCs. The magnitude of responsiveness was further
increased with continuous passaging, and this development could be accelerated by
immune “priming” or exposure to low doses of immune stimulants during culturing.
Differentiation correlated with a transition in functionality of the NFκB signaling
pathway, a critical regulator of innate immune responses, from inactive in ESCs to a
ii

functioning state in differentiated cells. In addition to antiviral responses, responsiveness
to inflammatory cytokines was acquired during in vitro differentiation, which again relied
on a functional NFκB pathway, as well as increased expression of cytokine receptors.
Preliminary characterization of mESC-FBs revealed several similarities with
mesenchymal stem cells (MSCs), including morphology and marker expression,
differentiation capacity, and production of trophic and immunosuppressive mediators.
Thus mESC-FBs are not only a valuable model to study the mechanisms of innate
immunity development, but could serve as an unlimited source for therapeutically
valuable MSC-like cells.
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CHAPTER I – INTRODUCTION
Overview of Innate Immunity
Innate immunity is the collective term for the various systems organisms employ
to detect and respond to pathogens in a non-specific manner, in contrast to adaptive
immunity, which is pathogen-specific. The vertebrate innate immune response, as the
first line of defense against infection, serves to limit the spread of the pathogen and to
mobilize the adaptive immune system, which mounts a powerful and targeted response to
future exposure to the same pathogen. Cells express an array of so-called pattern
recognition receptors (PRRs), which detect pathogen-associated molecular patterns
(PAMPs), broadly conserved motifs such as viral nucleic acids or bacterial flagellin.
These PRRs activate downstream signaling pathways leading to the activation of a
network of immune response genes that collectively fight the pathogen, alert neighboring
cells of the danger, and recruit specialized immune cells to generate a tissue- or
organism-wide response.
PRRs can be grouped into several families. The toll-like receptors (TLRs) are
transmembrane proteins localized either at the cell surface or on endosomes that
generally recognize bacterial membrane components or viral and bacterial nucleic acids
(Yu et al., 2010). RIG-I-like receptors (RLRs) are cytosolic and are activated by viral
double-stranded RNA (dsRNA) (Schlee, 2013). NOD-like receptors (NLRs) are also
cytosolic, and are involved in sensing peptidoglycan components and formation of the
inflammosome (Kanneganti et al., 2007). C-type lectin receptors (CLRs) are expressed
mainly on immune cells and function in antigen presentation (Geijtenbeek and Gringhuis,
2009).
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Several examples of PRRs are illustrated in Figure 1 below. TLR3 is expressed on
the cell surface or in endosomes, and is activated by dsRNA, which is generated during
the replication cycle of viruses. RIG-I also detects dsRNA, but is cytosolic rather than
membrane bound. TLR4 detects lipopolysaccharide (LPS), a component of Gramnegative bacterial cell membranes. While different PRRs bind various different classes of
ligands, and signaling downstream of the receptors is mediated by different proteins, PRR
activation generally leads to activation of a set of transcription factors that can be
considered master regulators of immune and inflammatory responses, namely the nuclear
factor kappa-light-chain-enhancer of activated B-cells (NFκB) family, discussed below,
and the interferon regulatory factor (IRF) family, part of the antiviral interferon system
discussed later.

Figure 1. Overview of the receptors and transcription factors involved in innate immune
and inflammatory responses.
Cells express an array of PRRs that detect broadly conserved molecular patterns found on various classes of pathogens. Activation of
PRRs (e.g. RIG-I, TLR3, TLR4) and inflammatory cytokine receptors (e.g. TNFαR) by their cognate ligands (dsRNA, bacterial
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endotoxin, and TNFα, respectively) induces signaling cascades that result in the activation and nuclear translocation of immune
regulatory transcription factor families, including the IRF and NFκB families.

The NFκB family includes five members: p65/RelA, RelB, c-Rel, p50, and p52.
Homo- or heterodimers of these proteins are sequestered in the cytosol by their
interaction with inhibitor of κB (IκB) proteins. As illustrated in figure 2, upstream
signaling induced by immune stimuli results in phosphorylation of the IκB kinase (IKK)
complex, which in turn phosphorylates IκB, resulting in its ubiquitination and
degradation and thereby exposing the nuclear localization sequence of NFκB dimers and
allowing their translocation to the cytosol. NFκB then binds κB binding sites in target
gene promoters to induce their transcription (Hayden et al., 2006). Of the many NFκB
target genes so far identified, a large subset are antiviral and inflammatory cytokines,
chemokines, cell adhesion molecules, and other genes involved in immune and
inflammatory responses, illustrating the importance of this transcription factor for
immune and stress responses in general.

3

Figure 2. Mechanism of NFκB activation and nuclear translocation.
Signaling downstream of PRRs and inflammatory cytokine receptors results in the phosphorylation of IκB kinase (IKK), which in turn
phosphorylates the inhibitor of kappa B (IκB) protein. Phosphorylated IκB is then ubiquitinated and degraded, freeing NFκB to
translocate to the nucleus and activate the transcription of hundreds of genes that govern immune and inflammatory responses, such as
cytokines, chemokines, genes that regulate adhesion, and cell cycle regulators.

Antiviral Innate Immune Response
The hallmark of the antiviral innate immune response is the production of a class
of cytokines called interferons (IFN). IFNs can be grouped into three classes: type I, II,
and III. Type I IFNs (IFNα/β/ε/κ/τ/ω, of which IFNα and IFNβ are the best characterized)
can be expressed by and act on most cell types to illicit antiviral responses (GonzálezNavajas et al., 2012). IFNγ is the sole member of the type II class. Its expression is
confined to certain immune cells (T-lymphocytes, NK cells), and it is involved in
multiple processes such as antigen presentation, regulation of adaptive immune cell
4

behavior, and apoptosis(Schroder et al., 2004). Type III IFNs are not well-studied and are
structurally distinct from the other two classes, but appear to mediate similar effects as
type I IFNs(Randall and Goodbourn, 2008). Although the exact pathways to induction of
IFNs are stimulus- and cell type-dependent, generally the detection of viral or bacterial
components by PRRs leads to activation of members of the IRF family of transcription
factors which, along with NFκB, translocate to the nucleus and bind to type I IFN
promoters to induce their expression(González-Navajas et al., 2012).
Once expressed, IFNs are secreted into the extracellular space and act in autocrine
and paracrine manner by binding to cell surface IFN receptors. This results in activation
of the JAK-STAT signaling pathway, leading to nuclear translocation of STAT dimers,
which along with IRF9 form the interferon stimulated gene factor 3 (ISGF3) complex.
This complex then induces the transcription of hundreds of interferon-stimulated genes
(ISGs) to induce the so-called antiviral state (Randall and Goodbourn, 2008). Some
examples of well-characterized ISGs include protein kinase R (PKR), a sensor of doublestranded RNA whose activation results in a halt on protein synthesis; 2’-5’oligoadenylate synthetase 1 (OAS1), which activates RNase L, an enzyme that degrades
both cellular and viral RNA; and Mx, which binds to viral structural proteins to restrict
assembly and replication (Randall and Goodbourn, 2008). Collectively, the IFN-mediated
antiviral response acts through multiple mechanisms to inhibit viral replication, promote
apoptosis of infected cells, and activate the adaptive immune system.
Inflammation
Acute inflammation is a coordinated tissue response to infection or injury
characterized by the recruitment from the circulation of leukocytes and blood
5

components, resulting in the five cardinal signs: redness, pain, heat, swelling, and loss of
function (Ryan and Majno, 1977). This brief review will focus on the inflammatory
response in the context of infection, although it should be noted that inflammation is a
key component of many other non-infectious pathologies such as cancer and autoimmune diseases, and may be more accurately considered as a reaction to any disturbance
of tissue homeostasis, no matter the cause (Medzhitov, 2010).
Tissue-resident sentinel cells (i.e. macrophages, mast cells, and stromal cells such
as fibroblasts) are generally the first to encounter infectious agents. At the cellular level,
detection of a pathogen by PRRs results in the expression of a network of immune
response genes by the previously discussed mechanisms. Several of these response genes
are so-called inflammatory cytokines, paracrine signaling molecules which themselves
activate further subsets of response genes to coordinate an intricate set of behaviors by
the various cell types of the tissue. For example, products of inflammatory signaling
include vasoactive substances such as histamine that affect vascular tone and increase the
permeability of blood vessels; adhesion molecules such as ICAM-1 that allow leukocyte
attachment to blood vessel walls to promote tissue infiltration; various chemokines that
attract circulating immune cells to the site; and proteases that degrade the extracellular
matrix to allow infiltration of these immune cells (Nathan, 2002). When leukocytes
(mainly neutrophils in the acute phase) reach the site of infection, they release large
amounts of reactive oxygen species and reactive nitrogen species to target and destroy the
invading pathogen (Medzhitov, 2008). As all of these processes also cause perturbation
of the normal tissue environment and collateral damage to host cells, precise control of
the inflammatory response is crucial. Virtually every level of the process is subject to
6

myriad regulatory mechanisms and feedback loops, such that the response is dynamic and
tailored to the nature and severity of the initiating stimulus (Nathan, 2002).
Tissue-resident macrophages play a major role in all phases of inflammation.
Detection of a pathogen by macrophage PRRs or activation by inflammatory cytokines
released from other infected tissue cells results in polarization of macrophages toward a
pro-inflammatory M1 phenotype, characterized by high production of TNFα, IL-6, IL-1,
chemokines, prostaglandins, and iNOS. After the pathogen is cleared, macrophages adopt
an anti-inflammatory M2 phenotype to promote the resolution phase of the acute
inflammatory response. M2 polarized macrophages produce IL-10, TGF-β, and arginase1, and facilitate tissue regeneration, the clearance of neutrophils from the tissue, and the
restoration of tissue homeostasis (Chung and Son, 2014).

Figure 3. Overview of acute inflammatory response to pathogen detection.
Pathogens are detected through PRRs expressed by stromal cells such as fibroblasts or tissue-resident immune cells such as mast cells
or macrophages, resulting in the production of inflammatory cytokines and chemokines, as well as vasoactive mediators. This leads to
activation of capillary endothelial cells, increased vessel permeability, and attachment and tissue infiltration of circulating immune
cells (e.g. neutrophils) to the site of infection. Once the pathogen is cleared, production of anti-inflammatory cytokines, growth
factors, and other mediators promotes wound healing and a return to homeostasis.
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Embryonic Stem Cells and Innate Immunity
Embryonic stem cells (ESCs) are derived from inner mass cells of an early
developmental stage embryo called a blastocyst (Figure 4). The blastocyst is composed of
an outer layer of trophoblasts, fibroblast-like cells which eventually form the placenta,
and inner mass cells which give rise to the embryo proper. Inner mass cells can be
isolated from the blastocyst and cultured in vitro, where they are termed ESCs. These
cells have two defining characteristics: pluripotency, or the ability to differentiate into all
cell lineages from each of the three germ lines (endoderm, mesoderm, ectoderm); and
self-renewal, or the capacity to proliferate indefinitely without losing pluripotency, given
the proper culture conditions(Brook and Gardner, 1997). These characteristics raise the
possibility of regenerative medicine and cell replacement therapy, and this potential has
been the main driving force behind ESC research(Chen and Daley, 2008).

Figure 4. Derivation and differentiation of ESCs.
The blastocyst stage of early embryonic development consists of an outer layer of trophoblast cells, which form the placenta and other
extra-embryonic tissues, and inner mass cells, the precursors for all future cells of the embryo. Inner mass cells can be isolated and
propagated in vitro, where they are termed ESCs, and are characterized by the ability to differentiate to any cell type from all three
germ layers (pluripotency), and the capacity for unlimited proliferation without differentiation (self-renewal).
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The stem cell state is maintained by a complex network of transcription factors
collectively called pluripotency factors, including Oct4, Sox2, Nanog, and other proteins
as well as regulatory microRNAs(Chen and Daley, 2008). This network serves to
maintain its own expression and inhibit transcription of genes that promote
differentiation. Mechanistically, pluripotency factors regulate transcription of histone
modifying enzymes (Boyer et al., 2005) and interact directly with chromatin remodeling
proteins(Wang et al., 2006) in order to create a unique epigenetic landscape that
maintains pluripotency but is also primed for differentiation once the proper cues are
given(Chen and Daley, 2008).
Although the first reports of hyporesponsiveness to immune stimuli by pluripotent
cells appeared decades ago (Burke et al., 1978; Swartzendruber and Lehman, 1975;
Swartzendruber et al., 1977), only recently has the subject begun to attract more
attention. While they are susceptible to viral and bacterial infection-induced cytotoxicity,
infected ESCs do not respond with expression of interferons and inflammatory cytokines
as do differentiated cells. hESCs did not respond to challenge with live bacteria or with
various TLR ligands (Chen et al., 2010; Földes et al., 2010), and mESCs were also found
to lack immune gene induction when challenged with viral (Wang et al., 2013; Wash et
al., 2012) or bacterial stimuli (Yu et al., 2009). Similar results have been reported in
induced pluripotent stem cells (iPSCs) (Chen et al., 2012) and embryonal carcinoma cells
(Harada et al., 1990), indicating that the lack of innate immune response to pathogenic
stimuli is general to pluripotent cells. A major unresolved question is whether this
deficiency is a consequence of the unique mechanisms that maintain pluripotency and

9

self-renewal, or is instead a protective mechanism to prevent catastrophic damage to the
developing embryo resulting from a robust immune response (Guo et al., 2015).
Aside from the ability to recognize and respond to viral or bacterial pathogens, the
innate immune system can also discriminate between self and non-self cells. The ability
of a cell to be recognized as foreign is referred to as immunogenicity. Self versus non-self
recognition relies largely on similarity of major histocompatibility complex (MHC)
proteins found on the surface of all cells. Studies on the immunogenicity of ESCs and
their derived cells have reported conflicting results—some researchers found that hESCs
and mESCs did not express MHC and thus escaped immune detection (Drukker et al.,
2002; Magliocca et al., 2006), and did not activate T-cell proliferation, either before or
after differentiation (Li et al., 2004). But other studies (Boyd and Wood, 2009; Ma et al.,
2010; Swijnenburg et al., 2005) found that immunogenicity increases with differentiation
and under inflammatory conditions, indicating that more study is needed to gauge the
immunogenic potential of pluripotent cells and their derivatives.
Mesenchymal Stem Cells and Innate Immunity
Mesenchymal stem cells (MSCs) are a class of so-called “adult stem cells”,
meaning that they have the ability to differentiate to multiple cell types and the capacity
for self-renewal, but unlike ESCs they persist in the organism past the embryonic stage.
MSCs were originally characterized from bone marrow (Friedenstein et al., 1976), but
similar cells have now been isolated from a wide variety of tissues, including adipose
tissue (Hedrick et al., 2002), dental pulp (Gronthos et al., 2000), and umbilical cord blood
(Majore et al., 2009), among others. MSCs are characterized by their ability to
differentiate to osteocytes, chondrocytes, and adipocytes (bone, cartilage, and fat cells,
10

respectively), although some studies have reported neurogenic (Qian and Saltzman,
2004), endothelial (Liu et al., 2007), and myogenic (Wakitani et al., 1995) differentiation
as well. In contrast to ESCs, which are pluripotent, the differentiation capacity of MSCs
is restricted to a small number of cell types; thus they are termed multipotent. While this
might limit the range of potential applications for MSCs in regenerative medicine, it also
makes them safer for transplantation than ESCs, as MSCs are non-tumorigenic. Indeed,
MSCs have already been evaluated in a number of clinical trials for the treatment of bone
and connective tissue injuries (U.S. National Institutes of Health, 2016).
In addition to their differentiation capacity, MSCs have been shown to have
potent immunosuppressive and anti-inflammatory properties. MSCs can suppress
inflammation by inhibiting or reversing the activation of immune cells (e.g. macrophages,
dendritic cells, T-lymphocytes, mast cells (Kim et al., 2015; Kimbrel et al., 2014; Di
Nicola et al., 2002; Ren et al., 2008)), accomplished both through cell contact-dependent
mechanisms and the production of a variety of paracrine mediators, including nitric
oxide, prostaglandin E2, and cytokines such as TGF-β (Bernardo and Fibbe, 2013). These
mechanisms are engaged or upregulated when the cells are exposed to innate immune or
inflammatory stimuli, especially IFNγ (Ren et al., 2008). It is this anti-inflammatory
property that has made MSCs most attractive for potential clinical usage, with hundreds
of clinical trials currently ongoing (U.S. National Institutes of Health, 2016), many for
the treatment of inflammatory diseases such as graft-versus-host disease, ulcerative
colitis, and type I diabetes.
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Role of Fibroblasts in Innate Immune Responses
Fibroblasts (FBs) are cells of mesodermal origin whose characteristic function is
the deposition of extracellular matrix to give structural support to tissues. When cultured
in vitro they are plastic-adherent and typically have a spindle-shaped, flattened
morphology. Although FBs were first described by Virchow over a century ago
(Virchow, 1858), their important role in tissue homeostasis and immunity is still
relatively under-appreciated. As a major cellular component of many tissues, FBs may
serve as “sentinel cells”, important for detecting pathogens and initiating immune
responses by production of cytokines and chemokines (Smith et al., 1997), and can act as
antigen presenting cells (APCs) (Kündig et al., 1995). FBs are also involved in the
resolution of immune responses, exerting immunosuppressive effects that promote tissue
clearance by immune cells and wound healing and revascularization (Jordana et al., 1994;
Van Linthout et al., 2014; Smith et al., 1997).
It is interesting to note that studies directly comparing MSCs with FBs found
similar suppressive effects on immune cells, mediated through similar mechanisms
(Haniffa et al., 2007; Wada et al., 2011). FBs have also been reported to differentiate to
bone, cartilage, and fat (Covas et al., 2008; Lorenz et al., 2008), and display morphology
and marker expression similar to MSCs (Wagner et al., 2005). Although classically
isolated from bone marrow, cells with characteristics of MSCs have been isolated from a
wide variety of tissue sources, and are now thought to occupy a perivascular niche in the
microvasculature of most tissues (Crisan et al., 2008). This fact, taken together with their
other similarities, has led some to argue that the two are related cell types, or that the
MSC phenotype is simply a functional state adoptable under certain conditions by
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FBs/stromal cells from virtually all tissues (Caplan, 2008; Haniffa et al., 2009; Hematti,
2012; Ulrich, 2012).
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CHAPTER II – OBJECTIVE AND SIGNIFICANCE
One of the major goals of stem cell research is regenerative medicine, or the
therapeutic use of stem cells or their differentiated cells to repair or replace damaged or
dysfunctional cells, tissues, or organs. While great progress has been made in defining the
conditions for in vitro differentiation of ESCs to various specialized cell types, the
characterization of these ESC-differentiated cells usually does not take into account their
immunocompetency. This is an important concern, but is often overlooked since in vitro
cell culture is carried out under sterile conditions. Although innate immunity has been
assumed to function in all cell types, research from our lab and others has shown that
ESCs exhibit little or no response to a wide variety of immune and inflammatory stimuli,
including live viruses (Wang et al., 2013) and bacteria (Földes et al., 2010), viral or
bacterial products such as dsRNA or LPS, or inflammatory cytokines such as TNFα (Kim
et al., 2008). From these data it is apparent that the immune/inflammatory response is
developmentally regulated. This finding has important implications for the use of stem
cells or their derived cells in regenerative medicine, as transplantation of cells that are not
fully immunocompetent could increase susceptibility to infection. Conversely, cells that
are unable to contribute to a pro-inflammatory response could be beneficial during
transplantation into an already inflamed surgical wound. Thus, my objective is to fully
characterize the immunoproperties of ESC-derived differentiated cells, which will not
only provide basic insight into the development of innate immunity, but also is essential
information for evaluating the functionality of these cells for clinical use.
Compared with ESCs, MSCs have progressed much farther toward clinical
implementation. Because ESCs are pluripotent, they carry a risk of tumor formation after
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transplantation, and must be fully differentiated in vitro to a desirable cell type before
use. MSCs on the other hand do not form tumors, and their immunosuppressive and
trophic characteristics, in addition to their differentiation capacity, make them applicable
to a wide range of diseases without the need for extensive in vitro manipulation.
However, their harvest from patients requires invasive procedures; donor variability
could lead to significant differences in clinical efficacy; and their relative scarcity in the
tissue necessitates ex vivo expansion to obtain a clinically useful number of cells. I have
demonstrated in the following studies that ESCs could serve as an unlimited and highly
consistent source from which to derive cells with the beneficial characteristics of MSCs,
which would represent a significant achievement in regenerative medicine.
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CHAPTER III - DEVELOPMENT OF ANTIVIRAL INNATE IMMUNITY DURING
IN VITRO DIFFERENTIATION OF MOUSE EMBRYONIC STEM CELLS
Introduction
Embryonic stem cells (ESCs) are characterized by their potential to differentiate
into different cell lineages and their unlimited capacity to self-renew. These properties
make them a promising cell source for regenerative medicine (Wobus and Boheler,
2005). Intensive studies have led to the generation of various cell types from ESCs
(Keller, 2005). However, ESC-derived cells are usually characterized by their
morphology, marker expression, and cell type-specific functions. In most cases, it is not
clear whether in vitro differentiated cells are functionally equivalent to their in vivo
counterparts. Several recent studies reported that ESC-derived endothelial cells,
cardiomyocytes, and smooth muscle cells from both human and mouse ESCs (hESCs and
mESCs) show limited or no response to a wide range of infectious agents and
inflammatory cytokines (Földes et al., 2010; Glaser et al., 2011; Rajan et al., 2008;
Zampetaki et al., 2006). This is in contrast to their naturally-differentiated counterparts,
which are exquisitely sensitive to infectious and inflammatory stimuli. These findings
raise important questions for the therapeutic application of ESC-derived cells since they
would likely be exposed to pathogens and inflammatory cytokines when used in tissue
implantation.
The immune system of vertebrates consists of innate and adaptive immunity.
Innate immunity responds to a broad range of pathogens in a nonspecific manner and
provides the first line of defense through several mechanisms, including inflammation
and innate immune response, whereas the adaptive immunity provides defense in a
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pathogen-specific manner through highly specialized immune cells. The innate immunity
is well-developed in most, if not all somatic cells (Sen, 2001). However, recent studies
demonstrated that hESCs do not respond to a wide range of infectious agents (Chen et al.,
2010; Földes et al., 2010). Similarly, mESCs are susceptible to the cytopathic effect of
bacterial and viral infection, but they do not show immune responses typically seen in
differentiated cells (Wash et al., 2012; Yu et al., 2009). Our lab recently reported that
mESCs are unable to express type I interferon (IFN) (Wang et al., 2013, 2014a) and have
attenuated responses to these cytokines (Wang et al., 2014b). Therefore, the IFN system,
which is the central part of innate immunity in differentiated somatic cells (Samuel,
2001), is not fully functional in ESCs. Together with the similar findings in induced
pluripotent stem cells (Chen et al., 2012) and embryonal carcinoma (Harada et al., 1990),
an underdeveloped antiviral innate immunity represents an intrinsic property of all
pluripotent cells (reviewed in (Guo et al., 2015)).
While the physiological implications of the underdeveloped innate immunity in
ESCs are not yet completely understood, we can speculate from different perspectives.
ESCs normally reside in the womb where they have limited exposure to pathogens and
are likely protected by the mother’s immune system (Levy, 2007). However, a different
conjecture could be made based on the fact that immune and inflammatory responses
often have multiple impacts, including various adverse effects on infected cells, such as
cell cycle inhibition or cell death (García et al., 2007; Samuel, 2001). These negative
effects on ESCs could be detrimental to the organism’s development since they are the
progenitors for all ensuing tissues. On the other hand, it would be equally disastrous if
ESCs do not have an effective antiviral mechanism to prevent viral infection. The recent
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discovery of RNA interference (RNAi) in mESCs offers a plausible solution to this
dilemma (Maillard et al., 2013). RNAi is a major antiviral mechanism in plants and
invertebrates, which lack IFNβ-based innate antiviral immunity. It has been uncertain
whether RNAi functions in mammals, where a well-developed IFN system can mount
multiple forms of antiviral responses (Cullen et al., 2013; Pare and Sullivan, 2014). Using
mouse models, it has been recently demonstrated that the RNAi mechanism is functional
in mESCs, but its efficiency is significantly diminished in differentiated cells (Li et al.,
2013; Maillard et al., 2013). An emerging paradigm is that mammals may have adapted
different antiviral strategies at different stages of development. By utilizing virus-specific
and short-lived siRNA derived from invading viruses, a developing organism may
prevent viral infection in ESCs and avoid potential negative effects associated with IFN,
while later-developed IFNβ-based antiviral mechanisms in somatic cells may confer
powerful antiviral activities at multiple levels (reviewed in (Pare and Sullivan, 2014)).
Based on the lack of effective responses of ESCs to various pathogens, it is
apparent that the innate immunity is not ‘‘innate’’ to ESCs and it must be ‘‘acquired’’ by
somatic cells during the process of organism development. It is conceivable that the
attenuated immune and inflammatory responses in in vitro ESC-derived cells is likely
attributable to the lack of the same function in ESCs and the process of their
differentiation. This not only raises concerns for their therapeutic application, but also
brings up several questions that overlap the basic sciences of ESC biology,
developmental biology, and immunology. In this study, I attempted to address the
question of whether the commonly used in vitro differentiation methods can generate
ESC-derived cells with active antiviral innate immunity. These findings provide valuable
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insights into this question and could be instructive for designing strategies that can
generate ESC-derived cells with desired level of innate immunity for their use in
regenerative medicine.
Methods
Cell culture
D3 and DBA252 mESCs were cultured in DMEM with 15% FBS, 20 ng/mL LIF,
0.2 mM L-glutamine, 0.1 mM 2-mercaptoethanol, 0.1 mM MEM nonessential amino
acids, 100 U/mL penicillin, and 100 mg/mL streptomycin. C3H10T1/2 cells [10T1/2, a
line of mouse embryonic fibroblasts (FBs), ATCC] were cultured in DMEM with 10%
FBS and 100U/mL penicillin and 100 mg/mL streptomycin. All cells were maintained at
37°C in a humidified incubator with 5% CO2.
mESC differentiation
Two common methods for in vitro differentiation of mESCs were used in this
study. The first was ESC differentiation through embryoid body (EB) formation as
previously described (Guo et al., 2007). Briefly, mESCs (1 x 105 cells/mL) were
suspended in a bacterial culture dish where they clumped and formed EBs. After
incubation for 24 h, the medium was changed to leukemia inhibitory factor (LIF)-free
medium containing 15% FBS to initiate differentiation. After incubation for 5 days, EBs
were transferred to gelatin-coated cell culture dishes where the cells within the EBs grew
out to form a monolayer. The cells derived from the monolayer, designated as mESCdifferentiated cells (mESC-DCs), represent a mixed population of multiple cell types as
previously characterized (Guo et al., 2007).
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In the second method, mESC differentiation was induced by retinoic acid (RA)
according to the published method with some modifications (Wang et al., 2014b).
Briefly, mESCs grown in low density (30%–40% confluence) in a cell culture dish were
treated with 1 mM RA and the medium was refreshed three times during a 10-day period
of differentiation. The differentiated cells formed a compact monolayer, which was
trypsinized and disaggregated. The single cell suspension was reseeded in an uncoated
cell culture dish, to which FBs quickly attached within ~30 min. The floating cells in the
medium were removed by changing the medium. This process was repeated two to three
times and the resulting cells showed the typical morphology of FBs (designated as
passage one, p1) and expressed several cell markers common to FBs as previously
characterized (Wang et al., 2014b). Thus, mESC-differentiated FBs were named as
mESC-FBs (i.e. D3-FBs and DBA-FBs, differentiated from D3 and DBA mESCs,
respectively). These cells were further propagated in DMEM with 10% FBS to different
passages. The cells from a specified passage or from several consecutive passages were
used for related experiments as described in individual experiments.
Cell proliferation, viability, and cell cycle analysis
Cell proliferation and viability were determined by toluidine blue staining.
Briefly, cells were fixed with methanol for 10 minutes at RT, then air dried. Cells were
stained with 1% TB in dH2O for 30 minutes, rinsed with tap water, and the stain was
extracted with 2% SDS. The absorbance at 630 nm of stained cells was measured with a
BioTek ELx800 Microtiter Plate Reader. The absorbance values, which correlate with the
amount of cellular content (proteins/DNA), were used as an indirect measurement of cell
number.
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For cell cycle analysis, cells were trypsinized to a single cell suspension, then
fixed with 80% cold ethanol for 15 minutes at 4°C. Cells were washed with PBS and
flow cytometry was performed after the cells were stained with propidium iodide. The
cell cycle profiles were generated with the CFlow software as previously described (Guo
et al., 2010).
Cell treatment
The 10T1/2 cells and mESC-FBs were seeded at 70%–80% confluence or
otherwise specified. The antiviral responses induced by polyinosinic:polycytidylic acid
(polyIC, a synthetic dsRNA used as a viral analog) were performed by transfection of the
cells with polyIC (300 ng/mL or otherwise specified) using DharmaFECT reagent
(Thermo Scientific). The cellular responses to type I IFN were determined with
recombinant IFNα (IFNα-2, 1 x108 U/mg; eBioscience) and recombinant IFNβ (5 x 108
U/mg; PeproTech) as previously described (Wang et al., 2014b). To inhibit the
expression or activation of dsRNA-dependent protein kinase (PKR), the cells were
transfected with siRNA targeting PKR (Santa Cruz Biotechnology) or treated with a PKR
inhibitor (imidazolo-oxindole, C16; Sigma) at the concentration of 1 mM, as previously
described (Wang et al., 2013).
Viral stock preparation and cell infection
La Crosse virus (LACV, SM6 v3) and chikungunya virus (CHIKV, LR 2006
OPY1 strain) were propagated in Vero cells (African green monkey kidney cell line,
ATCC). Titers of virus stocks were determined in Vero cells by plaque assay as
previously described (Bai et al., 2005). The cells were infected with LACV and CHIKV
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at multiplicity of infection of 5 and 1, respectively, or otherwise specified in individual
experiments.
Real-time quantitative polymerase chain reaction
Total RNA was extracted using TRI Reagent (Sigma). cDNA was prepared using
Moloney Murine Leukemia Virus Reverse Transcriptase (Sigma). Real-time quantitative
polymerase chain reaction (RT-qPCR) was performed using SYBR Green Ready Mix
(Bio-Rad) on a MX3000P RT-PCR system (Stratagene), as previously described (Guo et
al., 2007). The mRNA levels from RT-qPCR were calculated using the comparative Ct
method (Pfaffl, 2001). β-actin was used as a calibrator for the calculation of relative
mRNA of the tested genes. In the experiments with viruses, 18S rRNA was used as a
calibrator due to the degradation of β-actin caused by viral infection. The sequences of
the primer sets are listed in Table 1.
Table 1
RT-qPCR primer sequences for mouse genes
Gene
β-actin
18s
rRNA
RIG-I
TLR3
MDA5
CD14
TLR4
TNFR1
ICAM1
IL-6
MCP-5
iNOS
TNFα
IL-10
p65
NFκB

Sequence (forward)

Sequence (reverse)

CATGTACGTAGCCATCCAGGC

CTCTTTGATGTCACGCACGAT

GTAACCCGTTGAACCCCATT

CCATCCAATCGGTAGTAGCG

ATTCAGGAAGAGCCAGAGTGTC
CTTGCGTTGCGAAGTGAAGAA
CGATCCGAATGATTGATGCA
CTCTGTCCTTAAAGCGGCTTAC
TGCACTGAGCTTTAGTGGTTGC
CCGGGAGAAGAGGGATAGCTT
GGCATTGTTCTCTAATGTCTCCG
TAGTCCTTCCTACCCCAATTTCC
ATTTCCACACTTCTATGCCTCCT
CAGCACAGGAAATGTTTCAGC
CAGGCGGTGCCTATGTCTC
CTCTGACCGCTGTGTACGAT

GTCTTCAATGATGTGCTGCAC
CCAATTGTCTGGAAACACCCC
AGTTGGTCATTGCAACTGCT
GTTGCGGAGGTTCAAGATGTT
GACCCATGAAATTGGCACTCAT
TCGGACAGTCACTCACCAAGT
GCTCCAGGTATATCCGAGCTTC
TTGGTCCTTAGCCACTCCTTC
ATCCAGTATGGTCCTGAAGATCA
TAGCCAGCGTACCGGATGA
CGATCACCCCGAAGTTCAGTAG
CAATGGTGGTCTGCTGGTTC

AGGCTTCTGGGCCTTATGTG

TGCTTCTCTCGCCAGGAATAC
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Table 1 (Continued)
CCCTATGGAGATGACGGAGA
IFNβ
MyD88 TCCGGCAACTAGAACAGACAGACT
CGCTGCTTTCTCCCATATTGA
MD-2
TGAGCAACTATTCCAAACCAGC
COX2
CACAGCACTATGTAAAGCGTC
HO-1
ATCCTGTCCAAACTAAGGCTCG
TGFβ
CATCCGCTCCTTTGATGATCTT
PDGFB
ATGTGGGGGACCAAACTTCTG
HGF
TGCATCAGTGACGGTAAACCA
SDF-1
CCCTGAAGACTCGGGCCTA
SCF
GGGCCTCTTCTGCGATTTC
CTGF
GGAGATCCTTCGAGGAGCACT
VEGFA
GCGACCCACACGTCAAACTA
bFGF
OCN
CTGACCTCACAGATGCCAAG
SOX9
AGTACCCGCATCTGCACAAC
C/EBPα
CAAGAACAGCAACGAGTACCG

ACCCAGTGCTGGAGAAATTG
GCGGCGACACCTTTTCTCAAT
CCTCAGTCTTATGCAGGGTTCA
GCACGTAGTCTTCGATCACTATC
TGTGCAATCTTCTTCAGGACC
ACCTCTTTAGCATAGTAGTCCGC
GTGCTCGGGTCATGTTCAAGT
GGATGGCGACATGAAGCAG
CACAGTTTGGAGTGTTGAGGAT
CAATTACAAGCGAAATGAGAGCC
ATCCAGGCAAGTGCATTGGTA
GGCGATTTAGCAGCAGATATAA
CCGTCCATCTTCCTTCATAGC
GTAGCGCCGGAGTCTGTT
ACGAAGGGTCTCTTCTCGCT
GTCACTGGTCAACTCCAGCAC

Flow cytometry
Cells were fixed with 4% paraformaldehyde for 15 minutes at 4°C, washed three
times with PBS, and permeabilized with 0.05% Tween 20 in PBS for 10 minutes at RT.
Cells were then washed with PBS, blocked in 2% BSA in PBS for 30 minutes at RT and
incubated overnight at 4°C with antibodies against: TLR3 (toll-like receptor 3,
BioLegend), IFNβ (BioLegend), RIG-I (retinoic acid–inducible gene I, Santa Cruz
Biotechnology), PKR (Santa Cruz Biotechnology). With the exception of anti-TLR3
antibodies, which were preconjugated with PE (phycoerythrin), all other antibodies were
detected with secondary antibodies that were either conjugated with FITC (fluorescein
isothiocyanate) or rhodamine. The cells were then analyzed with an Accuri C6 flow
cytometer (BD Biosciences). The fluorescence intensity, which correlates with the
protein level detected with its specific antibody, was determined with the CFlow software
(Wang et al., 2013).
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Immunocytochemistry
Cells were fixed with 4% paraformaldehyde for 15 minutes at 4°C, then washed
three times with PBS and permeabilized with 0.1% Triton-X 100 in PBS for 10 minutes
at RT. Cells were again washed three times with PBS, then blocked for 30 minutes in 2%
BSA in PBS and stained with primary antibodies overnight at 4°C. Cell were then
washed with 2% HS in PBS and stained with secondary antibodies for 1 h at RT. The
cellular location of nuclear factor kappa B (NFκB) was determined with a FITCconjugated RelA antibody (Santa Cruz Biotechnology). The cells infected with CHIKV
were detected with a monoclonal anti-CHIKV antibody 3585 (Abcam). The cells infected
with LACV were detected with monoclonal antibodies against the Gc protein encoded by
LACV genome (a gift from Dr. Samantha Soldan, the University of Pennsylvania School
of Medicine) (Soldan et al., 2010). The cells were examined under an LSM 510 laserscanning confocal microscope (Zeiss).
Statistical analysis
For statistical analysis, data are presented as the mean ± SD derived either from
three independent experiments or from a representative experiment performed in
triplicate that was performed at least twice with similar results. Statistical analysis was
performed using a two-tailed and paired student’s t-test. Differences are considered
statistically significant when P< 0.05.
Results
mESC-DCs through EB formation have a limited capacity to express IFN
The stem cell state of mESCs is maintained by LIF. The basic principle of in vitro
differentiation is that LIF withdrawal from the culture medium triggers spontaneous
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differentiation while the cell fate and differentiation rate can be influenced by different
agents and growth conditions (Keller, 2005). Undifferentiated mESCs grow in colonies in
a cell culture dish. When deprived of cell adhesion and cultured in suspension, mESCs
grow in aggregates and form structures known as EBs since they resemble an early
embryo in structure and differentiation process (Guo et al., 2007). As illustrated in Figure
5A, mESCs were allowed to differentiate in the form of 5-day-old EBs (5dEBs) followed
by further differentiation in a monolayer formed from the outgrowth of EBs (5dEB5dMo). When differentiated cells in the monolayer were trypsinized and replated into a
new culture dish, they attached and formed a new cell monolayer consisting of different
cell types (collectively designated as mESC-DCs, Figure 5A). Since mESCs are unable to
express IFNβ in response to synthetic viral RNA analogs and live viral infection (Wang
et al., 2013, 2014a), we examined whether differentiation would change this deficiency.
As shown in Figure 5B, both polyIC (a synthetic dsRNA that has been commonly used as
a viral RNA mimic) and LACV induced robust IFNβ expression in 10T1/2 cells
(naturally-differentiated FBs) as a positive control (>3,000-fold activation), whereas
mESCs were basically unresponsive. Although mESC-DCs showed a notable increase of
IFNβ expression compared to mESCs in response to polyIC (~500-fold activation) or
LACV infection (~40-fold activation), such induction is substantially lower than 10T1/2
cells.
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Figure 5. mESC-DCs generated from EB formation express limited IFNβ in response to
polyIC and viral infection.
(A) Representative process of mESC differentiation through EB formation. The cells were photographed with a phase contrast
objective lens (10x). (B) PolyIC transfection- and LACV infection-induced expression of IFNβ in D3, D3- DCs, and 10T1/2 cells. The
mRNA levels of IFNβ were determined by RT-qPCR 24 h posttreatment. The results are expressed as fold activation, where the
mRNA level in the control of each set of experiments is designated as 1 (not shown). *P< 0.05, compared with D3 cells.

Characterization of mESC-FBs generated through RA induction
mESC-DCs generated from EB differentiation contain mixed cell types (Guo et
al., 2007). Therefore, the limited IFNβ expression shown in mESC-DCs (Figure 5B) may
reflect a common property of different types of cells in the preparation. The 10T1/2 cells
are FBs isolated from a 14–17 day old C3H mouse embryo (Figure 6A, C3H-ME)
(Pinney and Emerson, 1989; Reznikoff et al., 1973). For a direct comparison, mESC-FBs
were generated from two independent mESC cell lines (D3 and DBA) through RAinduced differentiation. RA is a vitamin A derivative that regulates several developmental
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processes during embryogenesis and strongly induces ESC differentiation in vitro
(Keller, 2005). As shown in Figure 6A, mESC-FBs (D3-FBs and DBA-FBs) completely
lost the morphology of ESCs and formed a uniform monolayer that is very similar to that
formed by 10T1/2 cells. mESCs are characterized by their high proliferation rate with
about 60% of cells in the S phase, whereas the proliferation of mESC-FBs was
dramatically slowed down with an overall similar cell cycle profile to 10T1/2 cells as
indicated by the reduced cell population at S and G2/M phases (Figure 6B), although D3FBs and DBA-FBs had slightly higher growth rate than 10T1/2 cells (Figure 6C). More
importantly, mESC-FBs expressed several FB markers with similar patterns to 10T1/2
cells as previously described (Wang et al., 2014b). mESC-FBs can be continuously
cultured for at least 15 passages. Cryopreserved cells can be further subcultured up to 55
passages. mESC-FBs at different passages exhibit consistent morphology when regularly
split every 3–4 days. More than 95% of the cells express smooth muscle α-actin as a
marker of FBs, similar to 10T1/2 cells (Wang et al., 2014b). Since D3-FBs and DBA-FBs
are very similar in the properties that have been examined, the experiments to determine
their antiviral mechanisms were mainly performed with D3-FBs (the parental D3 ESCs
are one of the commonly used cell lines in the literature), whereas DBA-FBs were used
for confirmative analysis in select experiments.
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Figure 6. Generation and characterization of mESC-FBs.
(A) Representative process of FB differentiation from two different mESC lines (D3 and DBA) and from C3H embryo. The cells were
photographed under a phase contrast microscope. Top panels: colony growth of D3 and DBA (10x); middle panels: purified cells in
monolayers (10x, toluidine blue stained); bottom panels: the morphology of single cells (40x, toluidine blue stained). Isolation of
10T1/ 2 from a C3H mouse embryo (C3H-ME) was described by Reznikoff (Pinney and Emerson, 1989; Reznikoff et al., 1973). (B)
Cell cycle analysis by flow cytometry. The distribution of cell populations at different phases was denoted in D3 cells. (C) Growth
curves of mESC-FBs and 10T1/2. Equal numbers of each cell type were plated at low density (~30% confluence after attachment).
Cell proliferation was measured by toluidine blue staining.
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Type I IFN expression mechanism is induced, but not effectively, during mESC
differentiation
Although mESC-FBs showed considerable similarities to 10T1/2 cells in
morphology, growth pattern (Figure 6), and cell marker expression (Wang et al., 2014b),
mESC-FBs at early passages (2–10 passages) expressed very low levels of IFNβ (Figure
7A) and IFNα (data not shown) in response to polyIC, which was similar to mESC-DCs
(Figure 5B). At the mRNA level, the IFNβ expression capacity of D3-FBs was increased
along with their continued in vitro propagation, but it was still substantially lower than
10T1/2 cells (Figure 7A). It is known that signaling molecules that mediate immune
responses are usually upregulated by the initial stimulus, forming a positive feedback
loop that can in turn boost the cellular responses to subsequent immune challenges
(known as the priming effect) (Huang et al., 2006; Matsumoto and Seya, 2008; Pan et al.,
2011). Based on this phenomenon, D3-FBs were primed with a low concentration of
polyIC (50 ng/mL) for 24 h, a treatment that did not cause detectable cytotoxicity. After 3
days, the primed cells were split and replated in a new cell culture dish, where they were
transfected with polyIC (300 ng/mL) a second time. As shown in Figure 7B, the primed
cells showed a significantly increased IFNβ mRNA expression compared with unprimed
cells in response to the second dose of polyIC stimulation.
The expression of IFNβ and viral RNA receptors in response to polyIC was
examined at the protein level by flow cytometry. In 10T1/2 cells, polyIC induced the
expression of IFNβ, concurrent with upregulation of three major viral RNA receptors:
TLR3, RIG-I, and PKR as indicated by the increased fluorescence intensity (Figure 7C,
red lines). The same treatment did not induce the expression of these genes in D3 cells.
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However, in D3-FBs (p16), polyIC induced a significantly increased expression of PKR
and RIG- I, and to a lesser extent TLR3, but an increase of IFNβ was not detected (Figure
7C). Similar results were obtained in D3-FBs passage 40 (data not shown). It is noted that
the basal levels of TLR3, PKR, and RIG-I in control cells (black lines, the dotted lines
were set as references) were the lowest in D3 cells. They are increased in D3-FBs, but
lower than in 10T1/2 cells. Similar expression profiles for MDA5 were observed (data
not shown).We speculate that the failure to detect IFNβ in D3-FBs by flow cytometry
could be due to the low sensitivity of this method, which is unlike RT-qPCR that can
detect very low- level changes of mRNA. Overall, these results suggested that the
differentiation process could induce the IFN expression mechanism, but not to the level
in naturally-differentiated 10T1/2 cells. It is noted that transfection efficiency of polyIC
is similar among D3, D3-FBs, and 10T1/2 cells as determined by the expression of eGFP
from its synthetic mRNA transfected to these cells (data not shown) as previously
described (Wang et al., 2014a). Therefore, the different expression levels of IFN in
response to polyIC transfection among the three cell types are attributed to their intrinsic
properties.
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Figure 7. PolyIC-induced IFNβ expression in mESC-FBs and the effect of priming.
(A) PolyIC-induced expression of IFNβ in D3 cells, D3-FBs at different passages (p10 and p32), and 10T1/2 cells. The mRNA levels
of IFNβ were determined after the cells were transfected with polyIC for 12 h. The results are expressed as fold activation, where the
mRNA level in the control of each set of experiments is designated as 1 (not shown). *P< 0.05, compared with D3 cells. (B) Primed
and unprimed D3-FBs (p30-33) (see text for details) were transfected with polyIC (300 ng/mL) for 12 h. The mRNA level of IFNβ
was determined under the conditions as described in A. *P<0.05, compared with control cells (Con, without polyIC transfection). (C)
PolyIC-induced expression of IFNβ, TLR3, PKR, and RIG-I in 10T1/2 cells, D3, and D3-FBs. The expression levels of the indicated
genes were determined by flow cytometry in control cells (lines denoted by arrowheads) and in cells that were treated with polyIC for
20 h (lines denoted by arrows). The dotted lines were used as references to compare the basal levels of the tested genes (in control
cells) in different cells (compare vertically).
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Upregulation of viral RNA receptors was also observed when mESC-FBs were
infected with live viruses. In response to LACV infection, IFNβ expression in early
passage D3-FBs (p5) was slightly higher than in undifferentiated D3 cells, but was
markedly increased in the cells at passage 50 (Figure 8A). Like polyIC priming, LACV
infection also stimulated the expression of viral RNA receptors (Figure 8B). In addition
to LACV, we also analyzed the cell response to infection with CHIKV, a virus that is
known to effectively infect FBs, and a similar pattern of IFNβ expression to LACV was
observed (Figure 8C).
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Figure 8. Viral infection-induced expression of IFNβ and viral RNA receptors in mESCFBs.
D3 cells and D3-FBs at the indicated passages were infected with LACV (A, B) or CHIKV (C). The mRNA levels of IFNβ (A, C) or
viral RNA receptors (B, determined from p50) were determined by RT- qPCR at 24h after infection. The results are expressed as fold
activation, where the mRNA level in the control of each set of experiments is designated as 1. *P<0.05, (A, C) compared with D3
cells; (B) compared with respective controls (Con).
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The NFκB pathway is not functional in mESCs, but is activated in mESC-FBs in response
to viral infection
The above results indicated that the molecular mechanism that mediates IFN
expression is inducible, although not effectively, by the differentiation process. In
seeking the molecular mechanism that underlies this observation, the activation status of
NFκB in response to viral infection was examined. NFκB is an essential transcription
factor for IFN expression (Kawai and Akira, 2011; Yoneyama and Fujita, 2007). Taking
advantage of the dramatic difference in morphology between mESCs and mESC-FBs, a
co-culture model was used, where the colony of D3 cells can be easily distinguished from
the large flattened D3-FBs in the same dish as illustrated in Figure 9A (Con, phase). The
co-cultured D3 and D3- FBs were exposed to CHIKV or LACV under identical
conditions. The infected cells were identified by antibodies against a CHIKV or LACVspecific protein (AB3583 or Gc, bright green color). In undifferentiated control cells,
NFκB was detected in the cytoplasm of both D3 cells and D3-FBs (Con, red color). Its
activation, as indicated by its detection in the nucleus, only took place in virus-infected
D3- FBs (CHIKV and LACV, indicated by arrow), but not in virus-infected D3 cells
(CHIKV and LACV, indicated by arrowhead). It is noted that uninfected cells, both
D3cells and D3- FBs, had their NFκB retained in the cytoplasm (CHIKV and LACV,
cells with dark green background) as seen in the control cells. Quantitative analysis of
CHIKV-infected cells showed that about 65% of infected D3-FBs were positive for
nuclear NFκB staining, whereas essentially no nuclear NFκB was detected in any
CHIKV-infected D3 cells (Figure 9B), regardless of the percentage of infected cells in
colonies with different sizes. Similar results were observed in cells infected with LACV
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(data not shown). The exclusive detection of NFκB in the nucleus of virus-infected D3FBs clearly demonstrates that the NFκB pathway is functional only after differentiation.
The same results were obtained when D3 cells and D3-FBs were cultured separately (data
not shown).
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Figure 9. The activation status of NFκB in mESCs and mESC-FBs in response to viral
infection.
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(A) D3 cells and D3-FBs (p15) were grown in a coculture, where D3 cells were identified by their clonal growth (circled area) and
D3- FBs were identified by their flattened large cell bodies under a phase contrast microscope (phase). The cells were infected with
CHIKV or LACV for 24h. The cells were double stained with an antibody against NFκB (rabbit) and an antibody against CHIKV
(Ab3583, mouse) or an antibody against LACV (GC, mouse). The cellular location of NFκB was detected with a rhodamineconjugated rabbit secondary antibody (red), whereas the infected cells were identified with FITC-conjugated mouse secondary
antibodies (green). The images were acquired under a LSM 510 laser-scanning confocal microscope (scale bar=50µm). In mock
control cells (Con), NFκB is mainly detected in the cytoplasm of both D3 cells and D3-FBs. Its activation is indicated by its
translocation to the nucleus, which only took place in virus-infected D3-FBs (CHIKV and LACV, indicated by arrows), but not in
virus-infected D3 cells (CHIKV and LACV, indicated by arrowheads). The relationship between NFκB localization and cell infection
is manifested in the merged images. (B) CHIKV infection-induced NFκB nuclear translocation. The total number of cells was
determined from phase contrast images, infected cells were determined from cells expressing the CHIKV protein (Ab3583-positive
cells), and NFκB nuclear-positive cells were determined by the detection of NFκB in the nucleus. Data were derived from 10
representative fields for each cell type.

mESC-FBs are susceptible to cytopathic effects of viral infection and are protected by
type I IFN
The responses of D3-FBs and 10T1/2 cells to infection with LACV and CHIKV
were compared. Both viruses caused cell death as indicated by the reduction of cell
number (Figure 10A) and morphological changes (Figure 10B). Cells infected with
CHIKV were characterized by the lysis of the cytoplasm, whereas the nucleus was mostly
intact until the late stages of cell death (Figure 10B, CHIKV). LACV infection caused a
similar cytopathic effect on mESC-FBs, but with less potency (data not shown). Overall,
mESC-FBs were less susceptible to the cytopathic effects of CHIKV and LACV than
10T1/2 cells, but they showed the same pattern of lytic cell death at a longer incubation
time.
Type I IFN are best characterized for their antiviral activity. We have previously
shown that although mESCs cannot express these cytokines (Wang et al., 2013), they
could weakly respond to IFN and express IFN-stimulated genes (ISGs). mESCs were
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protected from LACV- and CHIKV-induced cell death by exogenously added IFNα, but
at a much higher concentration than that needed to protect 10T1/2 cells (Wang et al.,
2014b). Therefore, the effects of IFNα on virus-infected mESC-FBs were tested. As
shown in Figure 10C, pretreatment with IFNα significantly reduced LACV-induced cell
death of mESC-FBs at 10 U/mL. This concentration is about 10 times lower than that
needed to protect mESCs from LACV-induced cell death (>100 U/mL) (Wang et al.,
2014b). Similar results were observed in CHIKV-infected mESC-FBs (data not shown).
Correlating with the increased ability to mediate the antiviral activity of
exogenously added IFNα, D3-FBs express higher mRNA levels of ISG15 than in D3
cells in response to IFNα (Figure 10D, graph). The expression of PKR, another wellcharacterized ISG (de Veer et al., 2001), was further tested. IFNα induced PKR
expression in D3 cells as determined by flow cytometry; however, the induction in D3FBs is significantly higher than in D3 cells, as judged by the greater increase of
fluorescence intensity relative to control cells (red line vs. black lines, Figure 10D, flow
profile). Together, these data support the conclusion that mESCs can respond to IFN, but
at a much lower level than differentiated cells. However, the IFN response mechanism is
further developed in mESC-FBs after differentiation.
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Figure 10. Virus infection-induced cytopathicity and the effect of IFNα.
(A) D3-FBs (p10-25) and 10T1/2 cells were infected with LACV or CHIKV under the specified conditions. The number of cells was
determined by toluidine blue staining. The cell numbers in controls (Con) were defined as 100%. *P< 0.05, compared with Con. (B)
The morphology of cells was examined under a phase contrast microscope (400x) 36 h post-infection with CHIKV. (C) The 10T1/2
cells and ESC-FBs were pretreated with different concentrations of IFNα for 24 h or left untreated. The cells were then infected with
LACV (m.o.i.= 5) for 52 h. The number of viable cells was determined by Toluidine Blue staining. The cell numbers in controls (Con)
were defined as 100%. *P< 0.05, compared with infected cells without IFNα pretreatment. (D) Graph, cells were treated with IFNα
(500 U/mL) for 12 h. The mRNA levels of ISG15 were expressed as fold activation, where the mRNA level in their respective control
cells (without IFN treatment) is designated as 1. *P<0.05, compared with Con. Flow profiles, the expression levels of PKR were
determined by flow cytometry in cells treated with IFNα (500 U/mL, 24 h, lines denoted by arrows) and control cells (lines denoted by
arrowhead). Lines denoted by diamonds represent cells stained only with FITC-conjugated secondary antibodies as negative controls.

PolyIC-induced cell death of mESC-FBs is mediated by PKR
Previous research from our lab showed that polyIC transfection activated PKR in
mESCs and caused cell cycle inhibition, but did not cause apparent cell death (Wang et
al., 2013). However, mESC-FBs showed an increased sensitivity to polyIC-induced cell
death, similar to 10T1/2 cells, as indicated by the reduced cell number (Figure 11A).
Unlike the cell death induced by viral infection, which was attenuated by IFNα treatment
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(Figure 10A), polyIC-induced cell death was not affected by IFNα (Figure 11A) or by
IFNβ (data not shown). Furthermore, polyIC-induced cell death was characterized by the
formation of multiple intracellular vacuoles while the cytoplasm was largely intact at the
earlier stage of cell death (Figure 11B). These results indicate that the protecting activity
of IFN is limited to the cytopathic effect of viral infection, suggesting that the cell death
caused by viral infection and polyIC transfection occurs through different mechanisms.
Activation of PKR has been implicated in polyIC-induced death of somatic cells
(Gil and Esteban, 2000). Since polyIC significantly increased the expression of PKR in
D3-FBs, but not in D3 cells (Figure 7B), it is likely that the increased PKR expression
contributes to polyIC-induced cell death in mESC-FBs. To test this hypothesis, RNAi
was used to knock down PKR in mESC-FBs. In a previous study from our lab, it was
shown that transfection of mESCs with a cocktail of three different sequence-specific
siRNAs against PKR could specifically knock down PKR to a level undetectable by
western blot analysis (Wang et al., 2013). The same treatment significantly attenuated
polyIC-induced cell death in both D3-FBs and DBA-FBs. A similar result was obtained
when the cells were treated with a PKR inhibitor (C16) (Figure 11C). These results
suggested that PKR activation is at least partly responsible for polyIC- induced cell death
of mESC-FBs.
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Figure 11. PolyIC-induced cytotoxicity and the role of PKR.
(A), PolyIC-induced cell death was not affected by pretreatment with IFNα. D3-FBs and 10T1/2 cells were transfected with polyIC for
24 h. The cell number was determined by toluidine blue staining. *P<0.05, compared with untreated control (Con). (B), The
morphology of cells was examined under a phase contrast microscope (400x). The image inset in polyIC-treated cells show two
enlarged individual cells illustrating the intracellular vacuoles. (C), D3-FBs and DBA-FBs were transfected with siRNA against PKR
(siPKR) or control siRNA (siNeg) at 100nM for 24 h, or the cells were pretreated with C16 for 30 min, then the cells were transfected
with polyIC for 24 h. The number of viable cells was determined by toluidine blue staining. The cell numbers in control experiments
(without any treatment) were defined as 100%. *P< 0.05, compared with polyIC-transfected cells. The mESC-FBs used in the above
experiments were from passages between 10 and 25 with similar results.
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Discussion
The studies described in this chapter have been published in the journal Stem
Cells and Development (D’Angelo et al., 2016). The underdeveloped innate immunity
has been recently characterized as a unique property of pluripotent cells (reviewed in
(Guo et al., 2015)). Since most types of somatic cells have an effective innate immune
system, the attenuated immune and inflammatory responses reported in several ESCderived tissue cells (Földes et al., 2010; Glaser et al., 2011; Rajan et al., 2008; Zampetaki
et al., 2006) raise the question of whether the commonly used in vitro differentiation
methods can generate cells with competent innate immunity comparable to in vivodifferentiated cells. However, it is not clear whether these findings represent all types of
ESC-derived cells or just the observations in the cell types that have been investigated.
Furthermore, none of the published studies has investigated antiviral responses under the
condition of live viral infection. The results described herein provide valuable insights
into the molecular basis for the deficiency of IFN expression in mESCs and the
development of antiviral innate immunity during their differentiation.
Differentiation of ESCs through EB formation is the most commonly used
method in the literature (Wobus and Boheler, 2005). The results of this study
demonstrated that mESC-DCs by this method showed a limited capacity to express IFNβ,
which likely represents a common property of multiple cell types since mESC-DCs
consist of mixed cell lineages (Guo et al., 2007). C3H 10T1/2 cells were used for
comparison for two reasons. First, their embryonic origin makes them particularly
suitable since they were FBs derived from 14–17 day old mouse embryos (Pinney and
Emerson, 1989; Reznikoff et al., 1973), a time frame similar to in vitro EB
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differentiation. Second, FBs are considered to be the major tissue stromal cells that
modulate tissue immunity and inflammation since they express large amounts of IFNβ
and other inflammatory cytokines in response to immune stimuli (Enzerink and Vaheri,
2011; Jordana et al., 1994). The mESC-FBs generated through RA-induced
differentiation share extensive similarities with 10T1/2 cells, but these cells, especially at
early passages, displayed a significantly lower capacity to express IFNβ than 10T1/2
cells, similar to mESC-DCs differentiated by EB formation. Therefore, the lack of an
effective IFN expression capacity is a major property of mESC-FBs that differs from
naturally differentiated 10T1/2 cells. While the mechanism to express type I IFN during
differentiation lagged behind the development of other cellular features (i.e. morphology,
proliferation rate, cell cycle profile, and cell marker expression), it was nonetheless
inducible. The analysis of NFκB in mESCs and mESC-FBs provides an explanation for
the deficiency of type I IFN expression in undifferentiated mESCs and the acquisition of
its active status in differentiated mESC-FBs. NFκB is an essential transcription factor for
the expression of IFN and inflammatory cytokines. Although the functionality of NFκB
in ESCs has been an issue of controversy (Armstrong et al., 2006; Torres and Watt,
2008), this study clearly demonstrated its inactive status in virus-infected mESCs, which
was also noted by other investigators in mESCs that were treated with TNFα (Kang et al.,
2007), the best-studied NFκB activator in differentiated somatic cells. The low
expression levels of viral RNA receptors (Wang et al., 2013) (Figure 7C) and the inactive
status of NFκB could be major reasons for the attenuated antiviral responses in mESCs.
However, the possibility cannot be ruled out that there are other components essential for
innate immunity that may not be sufficiently expressed or not functional as well.
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The upregulation of viral RNA receptors and activation of NFκB by viral
infection in mESC-FBs signifies the acquisition of antiviral innate immunity during
differentiation. The data presented in this study suggest that the two commonly used in
vitro differentiation methods described in this study can only partly turn on the genes that
regulate immune responses. A possible reason for this phenomenon could be that the
expression of these genes is not needed because the differentiation takes place under a
sterile culture condition. It is known that the expression of immune genes can be
upregulated by pathogenic stimuli (Huang et al., 2006; Matsumoto and Seya, 2008; Pan
et al., 2011). PolyIC treatment, like acute viral infection, can upregulate the expression of
certain immune genes in immune cells and FBs (Huang et al., 2006; Lee et al., 2012).
Similar to this finding, polyIC priming induced expression of viral RNA receptors in
mESC-FBs, resulting in an increased response to subsequent polyIC transfection. The
priming effect of polyIC is likely through a mechanism that was recently described in
FBs, by which polyIC induces the expression of multiple innate immune genes through
chromatin remodeling (Lee et al., 2012). Similar to polyIC, viral infection also induced
the expression of viral RNA receptors. Therefore, we propose that the development of
antiviral mechanisms can be accelerated by immunostimuli (i.e. polyIC or viral infection)
during ESC differentiation.
As part of the IFNβ-based antiviral mechanism, the capacity to respond to IFN is
underdeveloped, but not completely deficient in mESCs (Wang et al., 2014b). The data
presented here indicated that the IFN response mechanism is further advanced in mESCFBs, as indicated by their increased ability to mediate the antiviral effect of IFNα and to
induce the expression of ISGs (ISG15 and PKR). It is interesting to note that IFN
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treatment showed the expected antiviral activity against virus-induced cell death of
mESC-FBs, but was unable to protect the cells from polyIC-induced cell death. While the
cell death caused by viral infection is a very complicated process that could involve
numerous proteins and is often virus-dependent (Sen, 2001), it is likely that polyICinduced cytotoxicity in mESC-FBs involved PKR upregulation/activation, which is
known to cause cell death of differentiated somatic cells (Gil and Esteban, 2000). We
have previously shown that polyIC causes cell cycle inhibition, but not significant cell
death (Wang et al., 2013); therefore, the increased sensitivity of mESC-FBs to the
toxicity of polyIC is likely due to their higher expression level of PKR than in mESCs in
response to both polyIC and IFNα. These results suggest that the differentiation process
also promotes the development of cellular mechanisms regulated by the PKR pathway.
Most of the current differentiation methods use certain growth factors or
cytokines to promote ESC differentiation toward a particular cell lineage of interest. For
example, VEGF and bFGF are commonly used to promote ESC differentiation into
vascular endothelial cells (Blancas et al., 2008; Levenberg et al., 2002; McCloskey et al.;
Yamashita et al., 2000), whereas PDGF and TGFβ are used for smooth muscle cell
differentiation (Sinha et al., 2004; Yamashita et al., 2000). We are unaware of any
strategies for the differentiation of structural tissue cells that contain factors with the
consideration of innate immunity development. The lack of immunostimulation during in
vitro differentiation could be a major reason that accounts for the ineffective development
of innate immunity in ESC-derived cells.
The attenuated innate immunity in ESC-derived cells is a complex issue that may
have different implications for their therapeutic application. On one hand, it is known that
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a strong immune and inflammatory reaction of grafted cells to the host environment
could augment the inflammation in the wounded area, therefore negatively impacting
tissue repair and healing. In this context, an attenuated innate immunity in ESC-derived
cells could be beneficial. On the other hand, the functionality of transplanted ESCderived cells could be compromised if they do not have a competent innate immunity.
For instance, endothelial cells are not only critical for vascular function, but also act as
innate immune surveillance cells to sense and combat pathogens in the circulation (Bell,
2009; Mai et al., 2013). Conceivably, the use of ESC-derived endothelial cells for
vascular tissue repair could be a concern if they do not have a competent innate immunity
(Földes et al., 2010). At the present time, it is not clear to what degree the attenuated
innate immunity that I have characterized in ESC-FBs applies to other ESC-derived cell
types and how this property may affect their cell type-specific functions, such as the
aforementioned endothelial cells. To fully understand these questions, it will be essential
to have a complete characterization of ESC-derived cells by in vitro and in vivo studies.
In conclusion, the lack of a functional innate immunity in ESCs has recently
attracted much attention as an important subject in basic ESC biology, immunobiology,
developmental biology, and regenerative medicine. Based on our previous work and the
current study, I conclude that mESCs have underdeveloped antiviral mechanisms; they
are deficient in expressing type I IFN, have limited responsiveness to IFN, and have a
basic functional PKR pathway. These antiviral mechanisms can be induced during
differentiation and could be modulated by the differentiation environment. This
knowledge is not only valuable to understand basic ESC biology, but also instructive to
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design strategies that can generate ESC-derived cells with desired levels of innate
immunity suitable for regenerative medicine.
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CHAPTER IV – THE MOLECULAR BASIS FOR THE LACK OF INFLAMMATORY
RESPONSES IN MOUSE EMBRYONIC STEM CELLS AND THEIR
DIFFERENTIATED CELLS
Introduction
In Chapter III, I demonstrated the development of innate immune responsiveness
to viral stimuli during in vitro differentiation of mESCs. In this chapter, the examination
of innate immunity is expanded to the inflammatory response, as well as a possible
mechanism behind the lack of responsiveness of ESCs.
Recent studies reported that several major tissue cell types differentiated from
both human ESCs (hESCs) and mouse ESCs (mESCs) have limited innate immune
response to various pathogens and cytokines (Földes et al., 2010; Glaser et al., 2011;
Rajan et al., 2008; Sidney et al., 2014; Zampetaki et al., 2006, 2007), highlighting the
potential functional deficiency of in vitro ESC-differentiated cells (Guo et al., 2015).
The immunoproperty of ESC-derived cells is an important consideration for their
therapeutic application. Immunogenicity, the cause leading to the rejection of implanted
cells by the host, has attracted much attention in the studies of ESCs and their
differentiated cells (De Almeida et al., 2013; English and Wood, 2011; Tan et al., 2014).
In contrast, few studies have investigated their immune and inflammatory responses to
the host environment, despite the fact that such responses significantly impact the
outcome of transplantation. The effects of the lack of innate immunity in ESCdifferentiated cells remain to be evaluated; however, it is likely that this deficiency may
affect their fate and functionality when used in a clinical setting, because potentially they
will be placed in an inflammatory area of the patient. Although the attenuated innate
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immunity in ESC-differentiated cells may compromise their contribution to the tissue
immunity, it could also be beneficial because the implanted cells would not potentiate the
inflammatory response in the wounded area, thus avoiding further damage caused by the
host’s adaptive immunity (English and Wood, 2011). Therefore, determining the
molecular mechanisms that control innate immunity development and the
immunoproperties of ESC-differentiated cells will provide valuable information for
evaluating their therapeutic potential.
Innate immunity, presumably developed in most, if not all mammalian cells, is
considered to be the first line of an organism’s defense and plays a critical role in
mobilizing adaptive immunity. The cellular response to viral/bacterial pathogens and
inflammatory cytokines is the central part of innate immunity. The lack of such function
in ESC-derived cells raised concerns about their therapeutic application, and it promoted
studies seeking the molecular mechanisms in ESCs from which these cells are derived.
Indeed, it was demonstrated that ESCs do not show immune responses typically seen in
differentiated cells infected with bacteria and viruses (Wash et al., 2012; Yu et al., 2009).
Our recent studies in mESCs (Wang et al., 2013, 2014a, 2014b) and those by other
investigators in hESCs and in induced pluripotent stem cells (Chen et al., 2012, 2010)
demonstrated that the IFN system, the central component of innate antiviral immunity in
differentiated somatic cells (Samuel, 2001), is not fully developed in these cells.
Therefore, the lack of innate immune responses to bacterial and viral infection appears to
be an intrinsic property of all pluripotent stem cells (Guo et al., 2015).
The cellular immune response is induced by various products from microbial
pathogens. Immunostimuli are mainly detected by pattern recognition receptors that
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include TLRs and retinoic acid-inducible gene I-like receptors (Kawai and Akira, 2011;
Yoneyama et al., 2004). Although different immunostimuli are detected by distinct
receptors, and the signals are transduced by different signaling pathways, the signal
transduction eventually converges at the point of NFκB activation. Activated NFκB,
alone or together with other transcription factors, directly controls the transcription of
IFN, inflammatory cytokines, and many other types of inflammatory mediators (Kato et
al., 2011; Kawai and Akira, 2011). Therefore, the activation of NFκB plays a central role
in immune and inflammatory responses. In mammals, the NFκB family is composed of
five related transcription factors: p50, p52, RelA, c-Rel, and RelB. They activate
transcription of target genes through hetero- or homodimerization. The canonical NFκB
pathway involves p50/RelA (or c-Rel) and is mainly activated by pathogens and
inflammatory cytokines, whereas the noncanonical pathway uses p52/RelB and is usually
activated by specialized factors (Hayden and Ghosh, 2012). Previous studies indicated
that the lack of IFN expression in ESCs is attributable, in part, to the absence or low
levels of expression of viral RNA receptors (Chen et al., 2010; Wang et al., 2013). Our
recent study further demonstrated that NFκB is not activated in virus-infected mESCs,
which explains the deficiency in IFN expression at the transcriptional level (D’Angelo et
al., 2016).
Although significant progress has been made in understanding the lack of
antiviral innate immunity in mESCs and hESCs, little is known about the antibacterial
and inflammatory responses in these cells. Because the NFκB pathway is commonly
activated by various pathogens and inflammatory cytokines, it was reasoned that its
inactive state in ESCs could also account for their lack of antibacterial and inflammatory
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responses. However, a limited number of published studies reported different results with
inconsistent conclusions (Guo, 2016). In this study, it is demonstrated that mESCs and
hESCs are deficient in mounting inflammatory responses to LPS (a bacterial endotoxin
that strongly induces inflammatory response), TNFα (a prototypical inflammatory
cytokine), and viral infection. In vitro differentiation can induce, but only partially, the
development of the inflammatory response mechanism in mESC- differentiated cells
(mESC-DCs). Here the molecular basis underlying these observations is provided.
Methods
Cell treatment
ESCs (30–50% confluence), mESC-FBs, and other cells (70–80% confluence)
were treated with LPS (1 mg/mL; Sigma), human or mouse TNFα or IL-1β (20 ng/mL;
PeproTech), or actinomycin D (ActD; 0.4 mg/mL; Sigma) under the conditions specified
in the individual experiments.
Flow cytometry
Protein analysis by flow cytometry was performed as described in Chapter III.
Anti-TLR4 and CD14 Abs were preconjugated with PE (BioLegend). Anti-RelA
antibodies (Santa Cruz Biotechnology) were detected with secondary antibodies that were
conjugated with FITC. Isotype antibodies or cell samples without primary antibody
incubation were used as negative controls and were used as controls for fluorescence
gating.
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TNFα cytotoxicity analysis
The cells were treated with TNFα or ActD alone, or they were treated with ActD
for 30 min, followed by treatment with TNFα for the specified times. Cell viability was
measured by TB staining as described in the Methods section of Chapter III.
Immunocytochemistry
Immunocytochemistry was performed as described in the Methods section of
Chapter III. The antibodies used in this study were purchased from Santa Cruz
Biotechnology (RelA subunit of NFκB, IkB, and α-SMA) and BD Biosciences
(PECAM1).
Reverse transcription real-time polymerase chain reaction
Reverse transcription real-time polymerase chain reaction was performed as
described in the Methods section of Chapter III. The sequences of the primer sets for
human genes are listed in Table 2.
Table 2
RT-qPCR primer sequences for human genes
Gene
Sequence (forward)
β-actin CATGTACGTTGCTATCCAGGC
ICAM1 AGAGGTCTCAGAAGGGACCG
IL-6
AACCTGAACCTTCCAAAGATGG

Sequence (reverse)
CTCCTTAATGTCACGCACGAT
GGGCCATACAGGACACGAAG
TCTGGCTTGTTCCTCACTACT

mESC differentiation, reverse transcription real-time quantitative polymerase chain
reaction (RT-qPCR), and statistical analysis were described in the Methods section of
Chapter III.
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Results
LPS, TNFα, and IL-1β fail to activate NFκB in mESCs
In resting cells, NFκB is retained in the cytoplasm by binding to IkB. Upon cell
activation, IkB is degraded, and NFκB translocates to the nucleus where it activates
transcription of target genes. Therefore, nuclear translocation is commonly used as an
indicator of NFκB activation (Guo et al., 1999). The response of NFκB to LPS, TNFα,
and IL-1β, three well-known agents that induce the expression of inflammatory genes
through the activation of NFκB, was investigated. As shown in Figure 12A, mESCs
(DBA and D3) are characterized by their small size with a large nucleus and clonal
growth. In control cells, NFκB was detected in the cytoplasm of mESCs, as expected.
However, treatment with LPS, TNFα, or IL-1β did not cause a detectable change (Figure
12A). In contrast, TNFα induced clear translocation of NFκB from the cytoplasm to the
nucleus in HUVECs, which were used as a positive control (Rajan et al., 2008) (Figure
12B, upper panels), concurrent with complete degradation of IkB, which did not take
place in DBA cells (Figure 12B, lower panels) or D3 cells (data not shown). The three
agents did not cause detectable changes in NFκB cellular location with 15–90 min of
treatment, indicating that none of them could activate the NFκB pathway in mESCs.
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Figure 12. NFκB is not activated by TNFα, IL-1β, or LPS in mESCs.
(A) mESCs (D3 and DBA) were treated with TNFα, IL-1β, or LPS for 20 min or were left untreated (CON). The cellular location of
NFκB was analyzed with an antibody against NFκB (RelA subunit) under a fluorescence microscope. (B) TNFα-induced NFκB
nuclear translocation in HUVECs (upper panels). Cells were treated and analyzed for the cellular location of NFκB under the
conditions described in (A). HUVECs and DBA cells were treated with TNFα for 20 min, and the level of IkB was analyzed by
Western blot (lower panels). The lower portions of the blots show the proteins stained with Ponceau S to show the loading of the
protein samples. Scale bars, 20 mm. Arrows indicate the location of a representative nucleus. The images are from representative
experiments performed at least two times.

TNFα, but not LPS, induces limited activation of NFκB in mESC-DCs and mESC-FBs
It was hypothesized that the lack of NFκB activation could be an intrinsic
property of mESCs. Thus, differentiation should turn on the NFκB pathway and the
developmental program that controls the inflammatory response. The pluripotency of
mESCs is maintained by LIF. Removal of LIF from the culture medium triggers
spontaneous differentiation (Niwa et al., 1998). When mESCs are cultured in suspension,
they grow in aggregates and form EBs, three-dimensional structures that resemble an
early embryo (Guo et al., 2007). As shown in Figure 13Aa, when EBs (inset) were
allowed to attach to the surface of a cell culture dish, the cells in EBs differentiated into a
round patch-like structure in which cells undergo further differentiation to different cell
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types (collectively designated as ESC-DCs) (Guo et al., 2007). Figure 13Aa illustrates a
section of this patch structure in which cells can be roughly divided into three zones: the
cells in the center zone (Z1) are highly compacted with small size, representing the least
differentiated cells; the cells in the middle zone (Z2) are heterogeneous in morphology;
and the cells at the peripheral zone (Z3) are large, flattened cells forming a relatively
uniform monolayer.
To test the activation of NFκB, ESC-DCs were exposed to TNFα and LPS under
the conditions described in Figure 12. Treated cells were double stained with an antibody
against NFκB and an antibody against PECAM1 (an endothelial marker) or an antibody
against α-SMA (a marker for smooth muscle cells/fibroblasts). TNFα or LPS did not
induce NFκB nuclear translocation in the cells in zone 1 (Figure 13Ab, zone 1, a
representative nucleus is denoted by an arrow) or the cells in zone 2, including the
endothelial cells that were assembled into prototypes of vessel-like structures (Figure
13Ab, zone 2). However, TNFα, but not LPS, induced detectable NFκB nuclear
translocation in the cells in zone 3, where the majority of the cells are large, flattened αSMA+ cells (Figure 13Ab, zone 3). These cells can be easily separated from other cell
types in mESC-DCs based on their plastic-adhering property. TNFα-induced nuclear
translocation of NFκB was confirmed in the purified α-SMA+ cells (Figure 13Ac).
NFκB activation was then examined in mESC-FBs, which were derived from
mESCs through retinoic acid-induced differentiation. They share extensive similarities
with 10T1/2 cells (fibroblasts isolated from a 14-d-old embryo) (Pinney and Emerson,
1989; Reznikoff et al., 1973) with regard to cell marker expression, growth pattern, and
morphology, as described previously (D’Angelo et al., 2016; Wang et al., 2014b). TNFα55

induced NFκB nuclear translocation is clearly demonstrated in D3-FBs, although the
fluorescence intensity of NFκB in their nuclei is substantially lower than in 10T1/2 cells
(Figure 13Ba). This result indicates that NFκB has undergone the transition from an
inactive status in mESCs to an active status in mESC-FBs. For a direct comparison, a coculture model of D3 and D3-FBs (or 10T1/2 cells) was used, where D3 colonies could be
easily distinguished from the large, flattened D3-FBs or 10T1/2 cells under either a
phase-contrast or fluorescence microscope (Figure 13Bb, Figure 13Bc, respectively,
circled cells). In control cells, NFκB was detected in the cytoplasm of D3 cells and D3FBs or 10T1/2 cells. TNFα-induced NFκB nuclear translocation took place in D3-FBs
and 10T1/2 cells but not in D3 cells (Figure 13Bc, indicated by an arrow in D3-FBs or
10T1/2 cells and by an arrowhead in D3 cells). The exclusive detection of NFκB in the
nucleus of D3-FBs clearly demonstrated that the NFκB pathway is activated only after
differentiation. A similar observation was made in cells that were treated with IL-1β, but
LPS did not induce NFκB nuclear translocation in D3 cells, D3-FBs, or 10T1/2 cells
(data not shown).
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Figure 13. Differentiation of mESCs and the effects of TNFα and LPS on NFκB
activation in mESCs and their differentiated cells.
(A) Differentiation of mESC-DCs through EB formation. (Aa) The morphology of mESC-DCs generated from an EB (inset) located
in different zones (Z1, Z2, and Z3). (Ab) Immunolocalization of NFκB (green), endothelial cells (PECAM1, red), and α-SMA+ cells
(SMA, red) in different zones. (Ac) Purified SMA+ cells were double stained with antibodies against NFκB (green) and SMA (red). In
(Ab) and (Ac), the cells were treated with TNFα for 15 min or LPS for 30 min. An arrow indicates the location of a representative
nucleus. (B) TNFα induced activation of NFκB in mESC-FBs but not in mESCs. (Ba) D3-FBs and 10T1/2 cells were treated with
TNFα for 20 min. The cellular location of NFκB was analyzed with antibodies against RelA subunit. An arrow indicates the location
of a representative nucleus. (Bb) D3 cells and D3-FBs (or 10T1/2 cells, not shown) were grown in a co-culture in which D3 cells were
identified by their clonal growth (circled area) and D3-FBs were identified by their flattened large cell bodies under a phase-contrast
microscope. (Bc) The cells in the co-culture were treated with TNFα and analyzed for the cellular location of NFκB, as described in
(Ba). In CON, NFκB is mainly detected in the cytoplasm of all cells tested. TNFα-induced NFκB nuclear translocation took place in
D3-FBs and 10T1/2 cells [(Ba) and (Bc), arrows] but not in D3 cells [(Bc), arrowheads]. Scale bars, 20 mm. The images are from
representative experiments performed at least two times. CON, control cells that were not treated.
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Effects of TNFα and LPS on the expression of inflammatory genes in mESCs, mESC-DCs,
and mESC-FBs
The responsiveness of mESCs and their differentiated cells to LPS and TNFα was
further analyzed by determining the expression of ICAM1 and IL-6, two genes that are
known to be under the transcriptional control of NFκB (Ledebur and Parks, 1995;
Libermann and Baltimore, 1990). As shown in Figure 14A, neither LPS nor TNFα
induced the expression of the two genes in D3 cells. TNFα induced a slight increase in
ICAM1 and IL-6 in mESC-DCs (2–5-fold) after 12 h of incubation. The effect of TNFα
was notably increased in mESC-FBs, in which the expression of ICAM1 and IL-6 was
induced ∼4- and 20-fold, respectively, but it was substantially lower than the effect of
TNFα in 10T1/2 cells at all time points tested (Figure 14A, 14B). LPS failed to induce
expression of the two genes in D3 cells, D3-FBs, and even 10T1/2 cells (Figure 14A,
14B). Similar results were obtained when the cells were treated with TNFα (up to 100
ng/mL) and LPS (up to 10 µg/mL) (data not shown). To confirm this observation, the
effect of LPS was tested on RAW cells and HUVECs as positive controls. LPS induced
the expression of ICAM1 and IL-6 in both cells, as expected (Figure 14C). The
expression levels of ICAM1 and IL-6 in D3 cells, D3-DCs, D3-FBs, and 10T1/2 cells
correlated well with NFκB nuclear translocation in response to LPS and TNFα (Figs. 12,
13). Together, the data suggest that the differentiation process induced, but only partially,
the development of the molecular mechanisms that mediate the inflammatory response.
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Figure 14. TNFα- and LPS-induced expression of ICAM1 and IL-6 in mESCs and
mESC-DCs.
Cells were treated with TNFα and LPS for 12 h (A) or for 24 and 48 h (B). 10T1/2 cells were used for comparison. To confirm the
effect of LPS, RAW cells and HUVECs were treated with LPS (5 and 12 h, respectively). (C) The expression of ICAM1 and IL-6 was
determined by RT-qPCR. The results are expressed as fold-activation; the mRNA level in the control of each set of experiments is
designated as 1 (not shown). The values are mean ± SD of representative experiments performed in triplicate that were repeated at
least three times.
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LPS and TNFα do not activate NFκB and are unable to induce the expression of
inflammatory genes in hESCs
To determine whether the observations made in mESCs also apply to hESCs, the
effects of LPS and TNFα on hESCs were analyzed under similar conditions as described
for mESCs. As shown in Figure 15 (images), TNFα strongly induced NFκB nuclear
translocation in HeLa cells as a positive control, but it failed to induce any detectable
change in hESCs. A similar observation was made in hESCs that were treated with LPS
(data not shown). In response to LPS and TNFα, HeLa cells, but not hESCs, expressed
ICAM1 and IL-6 (Figure 15, graph). These results are basically the same as the
observations made in mESCs (Figures 12, 14), indicating that the lack of an
inflammatory response to LPS and TNFα is a common feature of mESCs and hESCs.

Figure 15. NFκB is not activated by TNFα or LPS in hESCs.
hESCs and HeLa cells were treated with TNFα or LPS for 20 min or were left untreated (CON). The cellular location of NFκB was
analyzed with an antibody against NFκB (RelA subunit) under a fluorescence microscope (inset). An arrow indicates the location of a
representative nucleus. Scale bar, 20 mm. The bar graph shows hESCs and HeLa cells that were treated with TNFα and LPS for 12
and 24 h. The expression of ICAM1 and IL-6 was determined by RT-qPCR. The results are expressed as fold activation; the mRNA
level in untreated control cells (CON) is designated as 1. The values are mean ± SD of a representative experiment performed in
triplicate that was repeated two times.
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mESC-FBs, but not mESCs, are sensitive to TNFα cytotoxicity
TNFα is a pleiotropic cytokine that is involved in inflammation, as well as causes
cytotoxicity that leads to apoptosis or necrosis of certain tumor cells or infected cells
(Sedger and McDermott, 2014). A different approach was taken to further investigate the
responsiveness of mESCs and mESC-FBs to TNFα. Normal tissue cells are usually
resistant to the cytotoxicity of TNFα, but they become susceptible when they are exposed
to TNFα in the presence of transcription or translation inhibitors (Guo et al., 1998, 1999).
TNFα alone (10–20 ng/mL) did not show detectable toxicity in D3 cells, D3-FBs, or
10T1/2 for up to a 3 day incubation period, but it caused significant cell death of L929
cells (a fibroblast cell line that is sensitive to TNFα toxicity) within a 24 h incubation
(data not shown). However, when the cells were treated with TNFα in the presence of the
transcription inhibitor ActD, 10T1/2 cells quickly lost viability after 5–6 h of incubation,
and ∼90% of cells lost viability by 12 h. D3-FBs were susceptible to the cytotoxic effect
but with less sensitivity (Figure 16). ActD alone caused apparent cell death of 10T1/2 and
D3-FBs at 12 h. D3 cells were more sensitive to ActD than D3-FBs and 10T1/2 cells;
toxicity was apparent as early as 6 h. However, a major difference is that, unlike in
10T1/2 and D3-FBs, TNFα did not exacerbate the toxicity caused by ActD in D3 cells
(Figure 16B, ActD versus ActD+TNF). These results provide additional evidence that the
mechanisms to detect and mediate the effects of TNFα are not developed in mESCs but
are promoted by the process of differentiation. The higher sensitivity of D3 cells to ActD
toxicity is likely due to their rapid cell proliferation and metabolic rate that depend on the
transcriptional activity.
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Figure 16. mESCs are insensitive to TNFα cytotoxicity.
D3 cells, D3-FBs, and 10T1/2 cells were incubated with ActD for 30 min, followed by treatment with TNFα for the indicated times.
(A) Cell viability was determined by toluidine blue staining. Data are mean ± SD of a representative experiment performed in
triplicate that was repeated at least three times. (B) The morphology of cells was examined at 12 h of treatment and photographed
under a phase-contrast microscope (original magnification x 400). *p < 0.05.

Viral infection induces inflammatory molecules in mESCs and mESC-FBs
The IFN response is the central part of the antiviral mechanism, but the
inflammatory response is also a prominent event associated with viral infection. We
62

showed previously that mESCs do not express IFN when infected with several viruses
(D’Angelo et al., 2016; Wang et al., 2014b), including CHIKV, which causes an
inflammatory response in a mouse model and in cultured cells, as reported recently
(Acharya et al., 2015). D3 cells, D3-FBs, and 10T1/2 cells were infected with CHIKV
andthe expression of several inflammatory molecules was analyzed. As illustrated in
Figure 17A, CHIKV infection induced the expression of TNFα, ICAM1, and MCP5 in
10T1/2 cells but not in D3 cells. CHIKV-infected D3-FBs expressed increased levels of
these molecules compared with D3 cells, but at levels much lower than in 10T1/2 cells.
These results resemble the pattern of IFN expression in those cells that were infected with
CHIKV (D’Angelo et al., 2016; Wang et al., 2014b).
Because inflammatory cytokines play important roles in the regulation of antiviral
responses, the effects of LPS and TNFα on the viability of CHIKV-infected cells were
further tested. D3 cells, D3-FBs, and 10T1/2 cells were treated with LPS and TNFα under
the conditions described in Figure 16, followed by infection with CHIKV. As shown in
Figure 17B, CHIKV infection caused apparent cell death in all three types of cells;
however, TNFα augmented CHIKV-induced cell death in D3-FBs and 10T1/2 cells but
not in D3 cells (Figure 17B, upper panel), whereas LPS did not show an additional effect
on CHIKV-induced cell death in any cells tested (Figure 17B, lower panel). These results
further support the conclusion that mESCs are unable to mount an inflammatory
response. Differentiated mESC-FBs have partially developed the mechanism to respond
to TNFα, but they lack the mechanism to respond to LPS.
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Figure 17. Viral infection-induced expression of inflammatory molecules in mESCs and
mESC-FBs and the effect of LPS and TNFα.
(A) D3 cells, D3-FBs, and 10T1/2 cells were infected with CHIKV (MOI = 1) for 20 h. The mRNA levels of tested genes were
determined by RT-qPCR and compared with their mRNA levels in cells without infection (Con, designated as 1). (B) D3 cells, D3FBs, and 10T1/2 cells were incubated with TNFα (upper panel) or LPS (lower panel) for 3 h, followed by CHIKV infection for 20 h.
Cell viability was determined by toluidine blue staining. Data are mean ± SD of a representative experiment performed in triplicate
that was repeated two times. *p < 0.05.
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Increased expression levels of LPS and TNFα receptors and NFκB during differentiation
To define the molecular basis underlying the attenuated inflammatory responses
in mESCs and mESC-FBs, the expression levels of TLR4 and CD14, the receptor and coreceptor for LPS, respectively, were analyzed by flow cytometry. TLR4 was not detected
in D3 cells and D3-FBs, whereas the expression of CD14 in D3-FBs was slightly higher
than in D3 cells (Figure 18A). For comparison, TLR4 and CD14 were analyzed in RAW
cells, which were shown to respond to LPS (Figure 14C). TLR4 was expressed at a low
level in RAW cells, but the difference is that its expression, as well as that of CD14, was
significantly stimulated by LPS in RAW cells but not in D3 cells and D3-FBs (Figure
18B). These results explain the unresponsiveness of D3 cells and D3-FBs to LPS. The
relative expressions of TLR4, CD14, and TNFR1 (the receptor that mediates the
inflammatory response of TNFα) were also determined by RT-qPCR. The mRNA of the
three molecules tested was expressed at the lowest levels in D3 cells, but it increased
several fold in D3-FBs to levels comparable to 10T1/2 cells (Figure 18D, upper panel). It
is interesting that the mRNA of TLR4 was not translated to functional TLR4 in D3-FBs.
In the case of NFκB, its protein is readily detected in undifferentiated mESCs, as
indicated by immunofluorescence microscopy. This was confirmed by flow cytometry.
The expression of NFκB was further upregulated in D3-FBs (Figure 18C, indicated by
the increased fluorescence intensity of the profile, D3 versus D3-FBs) to a level
comparable to 10T1/2 cells. α-SMA as a marker of fibroblasts was extensively expressed
in D3-FBs and 10T1/2 cells (Figure 18C). Therefore, the transition of NFκB from an
inactive state in mESCs to an active state during differentiation is evident by its nuclear
translocation and its increased expression.
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It was noticed that the expression levels of TLR4 and TNFα receptors in D3-FBs
increase slightly at higher passages, indicating that the signaling mechanisms undergo
further development during subculturing. This is better demonstrated by the experiments
in which cells were cultured for a prolonged period of time without splitting. As shown in
Figure 18D (lower panel), the mRNA levels of TLR4, CD14, TNFR1, and NFκB all were
progressively upregulated in the cells that were continuously cultured for 10 and 20 d.
These cells showed increased induction of ICAM1 and IL-6 by TNFα, but they still lack
a response to LPS (data not shown).
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Figure 18. Differentiation-induced upregulation of signaling molecules that regulate
inflammatory responses.
(A) Expression levels of TLR4 and CD14 in D3 cells, D3-FBs, and RAW cells determined by flow cytometry (the lines denoted by
arrows). The lines denoted by arrowheads are negative controls. (B) The effect of LPS on the expression of TLR4 and CD14. The
expression levels of TLR4 and CD14 in control cells and in cells that were treated with LPS for 20 h were determined by flow
cytometry. The lines denoted by arrowheads represent negative controls. (C) Expression levels of NFκB and α-SMA in D3 cells, D3FBs, and 10T1/2 cells determined by flow cytometry (denoted by arrows). The lines denoted by arrowheads are negative controls. (D)
Relative mRNA levels of the indicated genes in D3 cells, D3-FBs, and 10T1/2 cells were determined by RT-qPCR (upper panel). The
mRNA level of each gene was normalized to β-actin in each cell type. Long-term culture-induced upregulation of the indicated genes
in D3-FBs was determined by RT-qPCR and compared with their mRNA levels in the cells before the long-term culture (0 d,
designated as 1) (lower panel). Data are mean ± SD of representative experiments performed in triplicate that were repeated at least
two times. *p < 0.05 versus D3 cells.
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Discussion
The results described in this chapter extended our conclusion that ESCs have
underdeveloped innate immunity, and were recently published in the Journal of
Immunology (D’Angelo et al., 2017). A previous study demonstrated that mESCs were
susceptible to bacterial infection, but they did not exhibit the immune and inflammatory
responses typically displayed by somatic cells (Yu et al., 2009). This observation echoes
the lack of IFN expression in virus- infected ESCs (Chen et al., 2010; Wang et al.,
2014a). Because NFκB is a key transcription factor that mediates a broad spectrum of
immune and inflammatory responses induced by numerous pathogens and cytokines
(Baeuerle and Henkel, 1994), it was reasoned that the inactive status of NFκB in ESCs, as
noted in virus-infected cells, could also account for the lack of immune and inflammatory
responses in bacteria-infected ESCs. However, studies with LPS, which is widely used to
replicate many aspects of bacterial infection, reported different results in ESCs. For
example, Lee et al. (Lee et al., 2009) reported that LPS increased cell proliferation, with
its receptor TLR4 mRNA positively detected in mESCs. In contrast, Taylor et al. (Taylor
et al., 2010) showed that LPS inhibited mESC proliferation, but its conventional receptor
TLR4 was not expressed. They proposed that the effect of LPS was mediated by TLR2 in
the absence of TLR4 (Taylor et al., 2010). In contrast, the lack of response to LPS in
mESCs and hESCs, and even their differentiated cells, was also reported (Földes et al.,
2010; Zampetaki et al., 2006). The above-mentioned studies also disagreed on whether
NFκB was activated by LPS. The only two studies that we are aware of that investigated
the effect of TNFα also reported different results. One study suggests that mESCs and
their differentiated vascular cells lack a response to TNFα (Zampetaki et al., 2007),
68

whereas the other indicates that TNFα negatively impacts mESC proliferation, viability,
and differentiation (Wuu et al., 1998). Although the reasons for these discrepancies are
not clear, the current study, based on the data obtained from mESCs and their
differentiated cells via multiple experimental approaches, clearly demonstrates that
mESCs have a deficient inflammatory response and provide the molecular basis for such
deficiency in these cells.
Although best characterized as a key transcription factor in immune and
inflammatory responses, NFκB also regulates a variety of cellular events (Hayden and
Ghosh, 2012). Not surprisingly, the initial interest in NFκB in ESCs was its role in the
regulation of their stem cell properties: pluripotency and differentiation. RelA and p50,
the two subunits in the canonical NFκB pathway, are expressed at low levels in mESCs
and hESCs, but they are upregulated upon differentiation (Armstrong et al., 2006; Kang
et al., 2007; Kim et al., 2008; Torres and Watt, 2008). Furthermore, the activity of NFκB
is repressed by Nanog, one of the key pluripotency genes in hESCs (Torres and Watt,
2008), and by miR-290 cluster in mESCs (Lüningschrör et al., 2012). These studies
suggest that NFκB activity in ESCs is repressed as a mechanism to maintain
pluripotency. Although none of the aforementioned studies investigated the role of NFκB
in the context of innate immunity, their results support our conclusions. It is interesting
that a recent study reported that hESCs were unable to respond to LPS, as described in
mESCs in this study, but the NFκB pathway seemed to be functional (Földes et al.,
2010), which is in contrast to another study showing that NFκB is not activated by TNFα
in hESCs (Kang et al., 2007). The reasons for these different results are not clear, because
the two studies used different hESC lines and assays. The data from hESCs in this study
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clearly illustrate that they are similar to mESCs in the lack of NFκB activation and
inflammatory response to LPS and TNFα. These results are also in accordance with the
fact that mESCs and hESCs are deficient in the expression of type I IFN in the antiviral
response, which is an NFκB-dependent process (Guo et al., 2015). Considering the highly
conserved role of NFκB in innate immunity among different species of vertebrates
(Baeuerle and Henkel, 1994), the findings in this study suggest that the lack of NFκB
activation in response to immune and inflammatory stimuli is likely an intrinsic property
of hESCs and mESCs.
In addition to the inactive status of NFκB, the absent or low-level expression of
LPS and TNFα receptors seems to be another factor that contributes to the deficiency of
the inflammatory response in mESCs. The differentiation process promoted the transition
of NFκB to a functional status along with increased expression of NFκB. The results
from experiments with TNFα provide a correlation among the expression levels of
ICAM1 and IL-6, NFκB nuclear translocation, and the expression levels of TNFR1 in
mESCs, mESC-DCs, and ESC-FBs. Zampetaki et al. (Zampetaki et al., 2007) reported
that mESCs and even mESC-differentiated endothelial cells generated through EB
differentiation were not responsive to TNFα. This result is similar to our observation in
EB-differentiated endothelial cells. However, to the present data demonstrate that mESCFBs are responsive to TNFα. Therefore, the inflammatory response mechanism is a
developmentally regulated process that is affected by differentiation format, duration, and
cell type. Although this study mainly used TNFα, the selected experiments performed
with IL-1β showed similar results, indicating that the conclusions from TNFα could apply
to other inflammatory cytokines whose actions depend on the activation of NFκB.
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mESCs, mESC-DCs, and mESC-FBs all failed to show detectable responses to
LPS, even in mESC-FBs that have a functional NFκB. This result can be explained by the
lack of functional TLR4 expression in mESCs and mESC-FBs. It is intriguing that the
mRNA of TLR4 was expressed, but it is not translated into functional proteins. The lack
of LPS-induced gene expression is also noted in hESCs and their differentiated vascular
cells (Földes et al., 2010). Studies showed that primary mouse embryonic fibroblasts are
responsive to LPS (Kurt-Jones et al., 2004; Sacre et al., 2007). It is uncertain whether the
lack of response of mESC-FBs to LPS is related to in vitro differentiation, because a
similar observation was made in 10T1/2 cells. In addition to the results obtained from
LPS and TNFα, the lack of an inflammatory response in mESCs was also demonstrated
in response to viral infection, similar to the lack of IFN expression in CHIKV-infected
mESCs (D’Angelo et al., 2016; Wang et al., 2014b).
Although the biological implications for the lack of an IFN-based antiviral
response and an inflammatory response remain to be fully appreciated, it is not entirely
surprising considering the fact that inflammatory cytokines and IFN are primarily
produced for the purpose of defense and are negative regulators of growth and
development (Hertzog et al., 1994). It is logical for ESCs not to produce these molecules
at a developmental stage when cell proliferation and differentiation are major events,
especially when ESCs reside in the womb where they could be protected by the mother’s
immune system (Levy, 2007). In this view, the innate immunity is not innate in ESCs but
rather is developmentally acquired during differentiation by somatic cells, at least in
cases of IFNβ-based antiviral and inflammatory mechanisms. Recent studies on this
subject led to the notion that ESCs and differentiated somatic cells may have adapted
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distinct defense mechanisms at different stages of organismal development (Guo, 2016;
Pare and Sullivan, 2014).
Together with previous studies (D’Angelo et al., 2016; Földes et al., 2010; Glaser
et al., 2011; Rajan et al., 2008; Sidney et al., 2014; Zampetaki et al., 2006, 2007), the data
presented here demonstrate that commonly used in vitro differentiation methods only
partially promote the development of innate immune response mechanisms. Questions
remain as to how and to what degree the attenuated innate immunity may affect their
therapeutic potential. To fully understand these questions, it will be essential to have a
complete characterization of ESC-derived cells by in vitro and in vivo studies.
Eventually, human cells will have to be used for therapeutic applications. However, like
in many other areas of biomedical research, the knowledge derived from mouse models
has been instrumental in understanding human physiology and diseases. The knowledge
derived from studies of mESCs and mESC-DCs will be valuable for developing strategies
to obtain clinically usable cells from human pluripotent stem cells.
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CHAPTER V – CHARACTERIZATION OF EMBRYONIC STEM CELL-DERIVED
FIBROBLASTS AS MESENCHYMAL STEM CELLS WITH ATTENUATED
INNATE IMMUNITY
Introduction
During the analyses of innate immune development described in the preceding
chapters, it was observed that when cultured for extended periods without passaging,
mESC-FBs began to accumulate lipid droplets in the cytosol, reminiscent of adipocytes.
Although these cells were originally characterized as fibroblasts, adipogenic
differentiation is one characteristic of mesenchymal stem cells (MSCs), and thus I
proceeded to examine mESC-FBs for other MSC characteristics.
While the field of stem-cell based regenerative medicine and tissue engineering
has enormous potential in the treatment of injury and disease, the initial promise
following the isolation and culture of human embryonic stem cells nearly two decades
ago (Thomson et al., 1998) has not yet been fully realized. Although much progress has
been made in defining proper differentiation conditions for desirable cell types, several
barriers to widespread clinical use remain, such as the difficulty in obtaining sufficient
yield and purity of desired cell types, potential immunogenicity resulting from allogeneic
transplants, the risk of teratoma formation, and ethical and legal concerns. MSCs, on the
other hand, are widely used in clinical settings and are currently being investigated in
hundreds of clinical trials. MSCs are fibroblast-like cells first characterized by their
capacity to differentiate into mesodermal cell types such as bone, cartilage, and fat cells
in vitro (Shi et al., 2010). In addition to their differentiation capacity, MSCs produce
large amounts of trophic and immunosuppressive factors and can “home” to sites of
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injury to reduce inflammation and promote wound healing (Bianco et al., 2013). As
inflammation is a key component in a multitude of diseases, the anti-inflammatory
properties of MSCs make them potentially useful in myriad conditions, and indeed, the
majority of ongoing clinical trials and for-profit stem cell clinics focus on these
properties rather than the differentiation capacity of MSCs.
Originally isolated from bone marrow, cells with MSC characteristics have now
been described from nearly every vascularized tissue, including readily available sources
such as adipose tissue, dental pulp, and umbilical cord (Wada et al., 2013). Their
restricted differentiation capacity and availability from adult tissues means that MSCs
avoid many of the hurdles associated with clinical use of ESCs. However, isolation of
MSCs often requires invasive harvesting procedures, they have limited in vitro expansion
capacity, and donor variability can result in discrepancies in therapeutic value.
ESCs are a promising alternative source for MSC-like cells. While MSCs are rare
in adult tissues and have poor expansion potential in vitro, ESCs have unlimited
proliferative capacity, and their derived cells may retain unique properties that differ
from their naturally-differentiated counterparts. It is demonstrated here that mESC-FBs
display the major characteristics of MSCs, including morphology and marker expression,
differentiation potential, and expression of immunosuppressive mediators and trophic
factors. Additionally, the attenuated innate immune characteristics described in Chapters
III and IV and expanded upon in this chapter represent a unique and possibly beneficial
property not achievable with adult derived MSCs. Given its simplicity and short time
course, our method of differentiation and isolation represents a significant improvement
over existing methods.
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Methods
Cell culture
D3 and DBA252 mESCs and mESC-FBs were cultured as described in the
Methods section of Chapter III. Primary MSCs from mouse bone marrow (BM-MSCs)
were obtained from an NIH funded research center at The Scripps Research Institute –
Scripps Florida, Department of Molecular Therapeutics (Boregowda et al., 2016).
RAW264.7 macrophages (ATCC) and BM-MSCs were cultured in 15% FBS DMEM and
100 U/mL penicillin and 100 mg/mL streptomycin and were maintained at 37°C in a
humidified incubator with 5% CO2.
Detection of tri-lineage differentiation by chemical staining
Cells were fixed with 4% paraformaldehyde for 15 minutes at 4°C, rinsed three
times with PBS, and stained with 0.5% Oil Red O in isopropanol (for adipogenic
staining), 2% Alizarin Red (for osteogenic staining), or 0.1% Safranin O (for
chondrogenic stainin) for 10 minutes at RT, then rinsed and photographed under a phase
contrast microscope.
Protein analysis by flow cytometry
Flow cytometry was carried out as described in the Methods section of Chapter
III. Antibodies used in this study were purchased from BD Biosciences (CD105, CD44,
and CD29) or Santa Cruz Biotechnology (CD34, CD45, COX2, iNOS).
mESC differentiation, reverse transcription real-time quantitative polymerase
chain reaction (RT-qPCR), cell viability, immunocytochemistry and microscopic
analysis, and statistical analysis were described in the Methods section of Chapter III.
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Results
mESC-FBs display MSC morphology and marker expression
mESC-FBs were derived from in vitro differentiation of mESCs as described in
the Methods section of Chapter III. Microscopic analysis shows that mESC-FBs display a
flattened, spindle-shaped morphology similar to BM-MSCs (Figure 19, images). No
definitive marker has been found to reliably distinguish MSCs. Instead, they are
characterized by the lack of hematopoietic and endothelial markers and positive
expression of a somewhat variable panel of surface markers (Dominici et al., 2006). It
was found that mESC-FBs express mRNA of commonly reported positive MSC markers
at similar levels to BM-MSCs, including CD106, CD105, CD73, CD29, and CD44, and
do not express the hematopoietic/endothelial markers CD34 or CD31 (Figure 19A). Flow
cytometry was used to analyze the expression of several markers at the protein level,
which confirmed that mESC-FBs express cell surface CD105, CD29, and CD44, and lack
expression of CD34 and CD45 (Figure 19B). Thus, mESC-FBs share similar morphology
and marker expression with BM-MSCs.
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Figure 19. Morphology and MSC marker expression of mESC-FBs and BM-MSCs.
(A) mESC-FBs and BM-MSCs were photographed at 400x magnification under a phase contrast microscope in order to compare
morphology. (B) Expression of commonly reported positive and negative markers for MSCs were analyzed by RT-qPCR in D3 ESCs,
mESC-FBs from passages 3-6, and BM-MSCs at passage 2. Results are mean ± SD of three independent experiments. (C) Selected
positive and negative MSC markers were measured in mESC-FBs by flow cytometry. The red curves represent cells stained with PEconjugated antibodies specific for their respective targets, while the black curves represent cells stained with isotype control
antibodies. Results are representative of three independent experiments.

mESC-FBs display tri-lineage differentiation potential characteristic of MSCs
MSCs characteristically display the capacity for osteogenic, chondrogenic, and
adipogenic differentiation in vitro. In order to test the differentiation potential of mESCFBs, the cells were grown to confluence and cultured in normal medium for up to 21 days
without passaging. After about ten days, the cells began to accumulate multiple small
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droplets in the cytosol and adopt a morphology reminiscent of brown adipocytes. Positive
staining with Oil Red O dye (Reger et al., 2008) confirmed the presence of lipids in these
intracytosolic vacuoles (Figure 20, bottom image), and RT-qPCR showed significant
upregulation of the adipogenic differentiation marker C/EBPα after three weeks of
differentiation (Figure 20, graph). Similarly, cultures stained positively with Alizarin
Red, indicative of calcium deposition, and with Safranin O, which stains cartilage (Figure
20, top and middle images, respectively) (Boregowda et al., 2016). Additionally, three
week cultures displayed significantly higher expression of the osteogenic differentiation
marker OCN and the chondrocyte marker Sox9 (Figure 20, graph) compared with control
cultures. These results indicate that mESC-FBs display the trilineage differentiation
potential characteristic of MSCs.

Figure 20. Tri-lineage differentiation capacity of mESC-FBs.
mESC-FBs were allowed to spontaneously differentiate by culturing in normal medium without passaging for 21 days. (A) Cells were
then analyzed by RT-qPCR for expression of differentiation markers for osteogenisis (OCN), chondrogenesis (SOX9), and
adipogenesis (C/EBPα). Values are mean ± SD of an experiment performed in triplicate and repeated three times. (B) Cells were fixed
and stained for the products of differentiation with alizarin red (bone), safranin O (cartilage), or Oil Red O (fat). Images are
representative of an experiment performed three times with similar results.
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mESC-FBs express multiple trophic factors
MSCs produce high levels of multiple growth factors and other paracrine
signaling molecules which can promote angiogenesis, cell survival, and wound healing
(Ma et al., 2014). RT-qPCR analysis of several growth factors showed generally high
basal level expression in mESC-FBs, similar to BM-MSCs used for comparison (Figure
21). Vascular-endothelial growth factor (VEGF) and stem cell factor (SCF) were
expressed at similar levels in both cell types, while platelet-derived growth factor-B
(PDGF-B) and hepatocyte growth factor (HGF) levels were significantly higher in
mESC-FBs, and basic fibroblast growth factor (bFGF) and connective tissue growth
factor (CTGF) were significantly higher in BM-MSCs. Interestingly, expression of
stromal cell-derived factor-1 (SDF-1) was also significantly higher in mESC-FB (Figure
21, right panel). SDF-1, also known as CXCL12, is a chemokine with diverse functions.
It has been implicated in the homing of MSCs to sites of inflammation in vivo, and is also
chemotactic for immune cells and endothelial progenitors (Takano et al., 2014). In
addition to stimulating migration of MSCs and other cell types, SDF-1 was also shown to
increase survival of cardiac myocytes (Zhang et al., 2007).
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Figure 21. Basal expression of trophic factors in mESC-FBs.
Untreated mESC-FBs were analyzed by RT-qPCR for expression of angiogenic and trophic growth factors. Untreated BM-MSCs
were tested for comparison. Values represent mean ± SD of samples from three independent experiments.

mESC-FBs express immunosuppressive mediators
Arguably the most attractive quality of MSCs for clinical use is their ability to
potently suppress or reverse activation of immune cells to inhibit inflammation. This
immunosuppression is achieved through a variety of mechanisms, many of which are
mediated by locally acting molecules secreted by MSCs (Bernardo and Fibbe, 2013).
Analysis of basal expression of several putative anti-inflammatory mediators shows
mESC-FBs constitutively express COX-2, HO-1, and TGF-β, although their mRNA
levels are somewhat lower than BM-MSCs (Figure 22A). Additionally, exposure to
inflammatory cytokines has been shown to activate or enhance the anti-inflammatory
actions of MSCs. Expression of these mediators was examined in response to treatment
with TNFα, IL-1β, IFNγ, or combinations of these cytokines. COX2 and HO-1 mRNA
levels remained high but relatively unchanged, but iNOS expression was significantly
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induced under these conditions, especially by the combination of TNFα and IFNγ,
cytokines known to act synergistically on expression of many genes (Ren et al., 2008).
Examination of iNOS and COX2 protein by flow cytometry confirmed their significant
upregulation under these conditions (Figure 22C). Notably, the expression of IL-10 was
not detected before or after cytokine treatment in mESC-FBs (Figure 22, A and B). This
cytokine has been reported to be involved in MSC-mediated suppression of immune
cells, but whether it is expressed by MSCs or instead is induced in other cell types by
MSCs has remained controversial (Prockop and Youn Oh, 2012). The results of the
current study suggest the latter possibility, as IL-10 mRNA was also undetectable in BMMSCs under our conditions (Figure 22A and data not shown).
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Figure 22. Expression of immunosuppressive mediators and their response to
inflammatory cytokines.
(A) Basal levels of immunosuppressive genes were compared between mESC-FBs and BM-MSCs by RT-qPCR. Values are mean ±
SD of samples from three independent experiments. (B) mESC-FBs were treated for 24 h with 20 ng/mL of the indicated
inflammatory cytokines, alone or in combination, before qPCR analysis of immunosuppressive genes. Values are mean ± SD of a
representative experiment performed in triplicate and repeated three times. (C) Protein levels of iNOS and COX2 were analyzed in
mESC-FBs by flow cytometry. Black curves indicate untreated mESC-FBs, red curves indicate 24 h IFNγ-treated cells, and blue
curves indicate cells treated with a combination of IFNγ and TNFα for 24 h. Data are from a representative experiment performed
three times with similar results.
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Effect of mESC-FBs on macrophage activation
In order to test the interaction of mESC-FBs with immune cells, the cells were
grown in a transwell co-culture with RAW264.7 mouse macrophages. Macrophages are
tissue-resident immune cells and are integral players in all stages of the inflammatory
response in vivo (Chung and Son, 2014). In response to different immune stimuli,
macrophages are polarized to distinct phenotypes that have been broadly characterized as
pro-inflammatory and anti-inflammatory, referred to as M1 and M2, respectively. When
exposed to bacterial stimuli such as LPS, macrophages adopt the M1 phenotype,
characterized by high expression of inflammatory cytokines such as TNFα and
production of radical oxygen and nitrogen species through enzymes such as iNOS. M2
macrophages are associated with resolution of inflammation, and thus have lower levels
of TNFα and iNOS, and instead produce IL-10 and Arg-1 (Rath et al., 2014).
MSCs have been reported to suppress or reverse M1 polarization and promote the
M2 phenotype (Cho et al., 2014; Gao et al., 2014; Maggini et al., 2010). In our system,
treatment of RAW264.7 macrophages with LPS for 6 h induced significant upregulation
of the M1 markers TNFα and iNOS. When macrophages were co-cultured overnight with
BM-MSCs in transwell inserts, a decrease in the magnitude of induction of these markers
was observed (Figure 23, A and B). However, we unexpectedly found an opposite result
upon co-culture with mESC-FBs—induction of TNFα and iNOS in response to LPS was
further increased in the presence of mESC-FBs (Figure 23, C and D). Furthermore, these
markers were upregulated in macrophages co-cultured with mESC-FBs even in the
absence of LPS treatment, an effect not seen during BM-MSC co-culture. Priming
mESC-FBs or BM-MSCs before co-culture with TNFα and IFNγ, a combination that
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upregulates several anti-inflammatory mediators in these cells, had no apparent effect on
their interaction with the macrophages. No significant upregulation of M2 markers such
as IL-10 or Arg-1 was observed under any conditions with either cell type (data not
shown). Similar results were seen with longer times of co-culture and/or LPS treatment
and when cells were grown in direct co-culture (i.e. without a transwell; data not shown).
Thus, rather than inhibiting the inflammatory phenotype of macrophages, mESC-FBs
seem to promote it under our conditions.

Figure 23. Effect of mESC-FBs on macrophage activation.
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RAW264.7 macrophages were cultured alone or in overnight transwell co-culture with BM-MSCs (A and B) or mESC-FBs (C and D)
before treatment with 1 ng/mL LPS for 6 h. Cells were then collected for RT-qPCR analysis of M1 and M2 markers. Values represent
mean ± SD from three independent experiments.

mESC-FBs do not respond to LPS
During previous investigations of innate immune development during in vitro
differentiation, mESC-FBs were used as a model to study the function of the NFκB
pathway (D’Angelo et al., 2016, 2017). Pathway activation was tested by
immunostaining for nuclear translocation of the p65 NFκB subunit in response to various
stimuli, including polyIC, live La Crosse and chikungunya viruses, TNFα, IL-1α, and
LPS. Surprisingly, it was found that LPS was unable to stimulate nuclear translocation,
while all other stimuli tested induced robust activation (Figure 24A, bottom row;
compare TNFα vs LPS). Multiple batches of LPS were tested at time points ranging from
30-120 minutes, but no nuclear staining was observed. In contrast, BM-MSCs showed
robust nuclear translocation in response to both LPS and TNFα (Figure 24A, top row).
To confirm this lack of response by another method, RT-qPCR was used to test
the expression levels of several marker genes downstream of LPS-induced signaling.
While TNFα, IL-6, and ICAM-1 were all significantly induced in BM-MSCs after 6 h of
LPS treatment, no significant upregulation was observed in mESC-FBs at any time point
(Figure 24B).
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Figure 24. mESC-FBs do not respond to LPS.
(A) BM-MSCs (top row) and mESC-FBs (bottom row) were treated with 1 µg/mL LPS for 60 min, or with 20 ng/mL TNFα for 15
min. Cells were fixed with 3% paraformaldehyde and stained with a FITC-conjugated antibody specific for the p65 subunit of NFκB.
The subcellular localization of NFκB was then assessed by confocal microscopy. Images are from a representative experiment
performed three times with similar results. (B) Time course of expression of NFκB target genes in response to 1 µg/mL LPS in mESCFBs and BM-MSCs. Results are mean ± SD of a representative experiment performed in triplicate and repeated three times. (C) Basal
expression of LPS response pathway genes in mESC-FBs and BM-MSCs. Values are mean ± SD of samples from three independent
experiments.
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In order to further probe the reasons behind the lack of LPS responsiveness, the
expression levels of several LPS response pathway components were examined in
mESC-FBs. LPS-induced signaling occurs through a receptor complex composed of
TLR4 together with its co-receptors CD14 and MD-2, as well as LPS-binding protein
(LBP), which is present in serum. The activated receptor complex then signals through
several intermediates including MyD88, resulting eventually in NFκB activation (Kawai
and Akira, 2010). RT-qPCR analysis showed that mESC-FBs express TLR4, CD14, MD2, and MyD88 mRNA at levels similar to or even higher than BM-MSCs (Figure 24C).
However, as shown in Figure 18A in the Results section of Chapter 4, TLR4 protein was
undetectable by flow cytometry in mESC-FB, although CD14 was clearly expressed, thus
providing an explanation for the lack of responsiveness to LPS, although the reason for
the discrepancy between TLR4 mRNA and protein expression is still unclear.
To test for a possible functional consequence of this unresponsiveness, cell
viability was compared between mESC-FBs and BM-MSCs grown for four days in the
presence of LPS with added IFNγ. Neither LPS nor IFNγ alone caused detectable cell
death in either cell type (data not shown), but their combination caused moderate toxicity
in BM-MSCs (Figure 25). Thus, the lack of response of mESC-FBs to LPS could
conceivably protect them from toxicity in the presence of bacterial pathogens. This could
confer an important advantage in a transplantation setting, where cells are likely to
encounter contaminating bacteria.
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Figure 25. Comparison of mESC-FB and BM-MSC cell viability response to LPS and
IFNγ.
mESC-FBs and BM-MSCs were treated with 1 µg/mL LPS and 20 ng/mL IFNγ for 4 days, then cells were stained with TB and
optical density was measured as an indicator of cell number. Values are mean ± SD of a representative experiment performed in
triplicate and repeated three times. *P < 0.05 compared with control cells.

Discussion
MSCs are at the forefront of clinical translation of stem cell-based regenerative
medicine applications. However, their isolation requires invasive procedures and their
poor expansion capacity makes it difficult to obtain a clinically useful number of cells. In
this study, I have characterized mESC-derived fibroblasts according to the accepted
criteria for MSCs, including plastic adherence, marker expression, and capacity for
differentiation to bone, cartilage, and fat cells (Dominici et al., 2006). mESC-FBs express
high levels of angiogenic and trophic growth factors and immunosuppressive mediators,
similar to bone marrow-derived MSCs. Thus, ESCs can serve as an unlimited source for
cells with the characteristics of MSCs.
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Generation of MSCs from ESCs has been previously reported, but the method
described here represents a substantial improvement. Most prior reports involve
differentiation of ESCs in an EB format. Spontaneous differentiation of ESCs in EBs
results in a mixed population consisting of a variety of lineages and differentiation states
(Guo et al., 2007). Previous studies mainly rely on scraping cells at the periphery of EB
outgrowths (the “raclure” method), or cell sorting using a flow cytometer or magnetic
beads to isolate a population of cells based on one or two surface markers such as CD105
(Olivier et al., 2006). In our method, a ten-day treatment with retinoic acid is used as a
potent driver of differentiation, and the resultant mESC-FBs are isolated based on their
plastic adherence in culture, a property which has been used previously to purify primary
fibroblasts and MSCs (Friedenstein et al., 1976; Owen, 1988). This results in a
homogeneous population of cells with MSC characteristics and marker expression
without the need for cell sorting methods, and in a time frame of less than two weeks.
In this study, I demonstrated the upregulation of marker genes for osteogenic,
chondrogenic, and adipogenic lineages after prolonged culture without passaging (Figure
20). In addition, I demonstrated positive histochemical staining for the products of
differentiation. These results demonstrate that mESC-FBs can spontaneously differentiate
to characteristic mesodermal lineages in post-confluent cultures. As mESC-FBs are not a
clonal population, it is unclear whether individual cells display this trilineage potential, or
whether the population consists of different progenitors for each lineage. It is possible
that some cells are already primed toward specific lineages, or that post-proliferative cells
begin to differentiate in a stochastic manner or in response to paracrine factors released
by other cells in the culture. Most reports on MSCs make use of specialized media with
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added supplements to direct differentiation toward osteogenic, chondrogenic, or
adipogenic lineages, although spontaneous differentiation has been reported before in
adipose-derived MSCs (Dudakovic et al., 2014). It is likely that differentiation efficiency
of mESC-FBs could be increased with the use of defined differentiation media, although
that was not our focus in this study.
A major reason behind the clinical utility of MSCs is their high production of
trophic and anti-inflammatory growth factors, cytokines, and other paracrine mediators
(Caplan and Dennis, 2006). Comparison of mESC-FBs with BM-MSCs showed similarly
high basal expression of multiple angiogenic and trophic growth factors (Figure 21), as
well as constitutive expression of COX2 and HO-1 (Figure 22), two enzymes involved in
the production of anti-inflammatory mediators (PGE2 and CO, respectively).
Additionally, treatment with inflammatory cytokines, especially the combination of
TNFα and IFNγ, resulted in strong induction of iNOS, the enzyme responsible for NO
production (Figure 22). All of these mechanisms have been implicated in MSC-mediated
suppression of inflammation, and their induction under inflammatory conditions is
characteristic of MSCs (English, 2013).
Because the expression profile of immunosuppressive mediators in mESC-FBs
matches that described for MSCs, the results obtained from macrophage co-culture
experiments were unexpected. Numerous reports demonstrate that MSCs can reverse M1
polarization and/or promote M2 polarization in macrophages (Cho et al., 2014; Maggini
et al., 2010). In our system, it was found that MSC co-culture modestly decreased
expression of TNFα and iNOS in LPS-treated macrophages (Figure 23, A and B), while
co-culture with mESC-FBs increased their expression (Figure 23, C and D). Additionally,
90

these markers were increased in macrophages upon co-culture with mESC-FBs even in
the absence of LPS treatment (Figure 23, C and D). Expression of the M2 markers IL-10
and Arg-1 was negligible under any condition as measured by RT-qPCR. The
implications of these findings are not clear. While mESC-FBs seem to increase the
inflammatory phenotype of macrophages, the true effect in an in vivo setting is difficult
to extrapolate from a simple in vitro experiment. While iNOS expression in macrophages
is associated with their inflammatory state and is important for pathogen killing (Rath et
al., 2014), its product, NO, also acts as a signaling molecule and a potent suppressor of Tcell proliferation and activation (Sato et al., 2007). Thus, further experimentation is
required to determine the net effect of mESC-FBs on acute tissue inflammation,
especially in an in vivo setting.
The finding that mESC-FBs are unable to respond to LPS (Figure 24) is
interesting. Previous work has shown that while mESCs have negligible responses to
viral, bacterial, or inflammatory stimuli, their ability to respond to viral stimuli and
inflammatory cytokines is acquired during in vitro differentiation (D’Angelo et al., 2016,
2017). But TLR4 protein expression in mESC-FBs was not detected (see Chapter IV,
Figure 18), although its mRNA was expressed at high level (Figure 24C). This suggests
that different parts of the innate immune system develop at different rates during in vitro
differentiation. The mechanism behind the discrepancy between mRNA and protein
levels is unclear, but suggests potential miRNA-based repression. Regardless of the
mechanism, the present work showed that the attenuated innate immunity (i.e. lack of
LPS response) could have functional advantages for mESC-FBs over BM-MSCs, as they
did not produce inflammatory cytokines which could augment local inflammation in a
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transplantation setting (Figure 24B), and they were not susceptible to LPS-induced cell
death, as were BM-MSCs (Figure 25).
In summary, this study demonstrated that mESC-FBs display the major
characteristics of MSCs, including morphology, marker expression, and differentiation
capacity. These cells express high levels of trophic growth factors, and express
immunosuppressive mediators both constitutively and when induced by inflammatory
cytokines. They can alter the phenotype of macrophages in in vitro co-culture, although
further study is needed to accurately characterize their net effect as pro- or antiinflammatory. And mESC-FBs derived by our method do not respond to LPS, which was
shown to be a potential advantage in a transplantation setting where contact with bacteria
is likely. Taking into account these characteristics, our derivation method warrants study
in human cells, where ESCs could serve as a promising and unlimited source of clinically
useful MSCs.
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CHAPTER VI – CONCLUSION
In these three related projects, the major findings are that innate immunity can be
partially acquired during in vitro differentiation of ESC, and this development can be
modulated through manipulation of culture conditions to obtain cells with unique
characteristics compared with naturally-differentiated counterparts. I first demonstrated
that innate antiviral immunity, which is absent in mESCs, can be acquired during in vitro
differentiation. Two different methods of differentiation were used: EB formation,
resulting in a mixed population of differentiated cells of multiple lineages; and RAinduced differentiation of fibroblast-like cells (mESC-FBs) which were purified based on
plastic adherence. Differentiation via either format resulted in cells with significantly
increased responsiveness to dsRNA transfection or infection with live viruses, as
measured by induction of the IFNβ gene. This differentiation coincided with an increase
in the expression of PRRs that detect dsRNA (i.e. TLR3, RIG-I, and PKR). The
magnitude of IFNβ induction in response to viral stimuli increased further with continued
passaging of mESC-FBs, as did response to exogenously added IFN as measured by
induction of ISGs. However, the magnitude of responses was still significantly lower than
that of naturally-differentiated fibroblasts, even after 50 passages. Innate immune
development could be significantly accelerated by priming the cells with low doses of
polyIC during propagation. Importantly, it was demonstrated that NFκB is not activated
by viral infection in mESCs, but becomes active in mESC-FBs.
In the second project, the lack of innate immune responses in mESCs was
expanded to inflammatory stimuli. It was shown that mESCs are unresponsive to TNFα,
IL-1β, or LPS, as assayed by NFκB translocation, IκB degradation, and target gene
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expression. After differentiation through EB formation or RA treatment, NFκB became
functional in response to inflammatory cytokines but not to LPS. Differentiation was also
found to sensitize the cells to TNFα-induced cytotoxicity in the presence of the
transcription inhibitor actinomycin D or in conjunction with viral infection. As was found
with antiviral PRRs, the expression of NFκB and inflammatory cytokine receptors
increased during differentiation, providing a mechanistic explanation of both the lack of
innate immune responsiveness in mESCs and its acquisition during differentiation.
These studies provide insight into a question that is potentially crucial for the use
of ESC-derived cells in regenerative medicine application and yet is often overlooked—
whether ESCs and their derived cells have competent innate immunity. I showed
conclusively that innate immunity is acquired during in vitro differentiation, but the
magnitude of responsiveness lags behind that of naturally-differentiated cells, a
deficiency which can be overcome with immune priming during culturing.
Finally, I characterized mESC-FBs according to the criteria used to identify
MSCs. The ease of derivation and purification of MSC-like mESC-FBs represents an
improvement over existing methods. mESC-FBs demonstrate morphology and marker
expression similar to MSCs, as well as characteristic trilineage differentiation capacity to
bone, cartilage, and fat cells. Additionally, the cells express high levels of trophic and
immunosuppressive factors, a major trait that makes MSCs desirable for clinical use.
mESC-FBs seem to promote an inflammatory phenotype in co-cultured macrophages,
contrary to the reported effects of BM-MSCs, although more in depth study is required
on the potential implications of this effect on overall tissue inflammation in an in vivo
setting. Finally, mESC-FBs do not express TLR4 at the protein level and thus do not
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respond to LPS, an as yet unexplained but potentially advantageous trait that could
prevent the cells from contributing to inflammation and protect them from LPS-induced
cell death in an infection setting. These results show that ESCs can serve as a promising
and unlimited source of cells with MSC-like characteristics and with unique and
potentially useful traits owing to their ESC source.
In summary, the above studies represent a substantial contribution to the field of
stem cell research. The findings regarding the acquisition of innate immunity in vitro and
the key role of the NFκB pathway not only offer insight into the developmental biology
of innate immunity, but also have important implications for clinical use of ESC-derived
cells. And the derivation of mESC-FBs as MSCs constitutes an improved method for
obtaining therapeutically useful cells, a method that warrants further study in human
cells.
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